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MICE THAT PRODUCE ANTIGEN-BINDING
PROTEINS WITH PH-DEPENDENT BINDING
CHARACTERISTICS

CROSS REFERENCE TO RELATED
APPLICATIONS

This application claims the benefit of priority to U.S. Pro-
visional Application No. 61/611,950, filed 16 Mar. 2012, U S.
Provisional Application No. 61/613,352, filed Mar. 20, 2012,
and U.S. Provisional Application No. 61/736,930, filed 13
Dec. 2012, the entire contents of each of the applications are
incorporated herein by reference.

FIELD OF THE INVENTION

Genetically modified immunoglobulin loci of non-human
animals comprising an unrearranged human heavy chain vari-
able region nucleotide sequence, wherein the unrearranged
human heavy chain variable region nucleotide sequence com-
prises an addition of least one histidine codon or a substitution
of at least one non-histidine codon with a histidine codon.
Non-human animals, including rodents, e.g., mice and rats,
comprising in their germline an unrearranged human immu-
noglobulin heavy chain variable region nucleotide sequence,
wherein the unrearranged human immunoglobulin heavy
chain variable region nucleotide sequence comprises an addi-
tion of least one histidine codon or a substitution of at least
one non-histidine codon with a histidine codon. Genetically
engineered non-human animals capable of expressing an
antigen-binding protein that is characterized by pH-depen-

dent antigen binding, improved recyclability, and/or
enhanced serum half-life.
BACKGROUND OF THE INVENTION

Drugs administered into the body, including therapeutic
monoclonal antibodies, can be affected via various elimina-
tion mechanisms, including glomerular filtration (e.g., into
urine), secretion (e.g., into the bile), and catabolism by cells.
While small molecules are cleared from the body via renal
filtration, the majority of secreted antibodies (e.g., IgG, which
are too big to be filtered through glomeruli) are primarily
removed from the body via cell-mediated catabolism, e.g.,
fluid-phase endocytosis (phagocytosis) or receptor-mediated
endocytosis. For example, soluble molecules with several
repeated epitopes are bound by a plurality of circulating anti-
bodies, and the resulting large antigen-antibody complexes
are phagocytosed rapidly into cells for degradation. On the
other hand, cell surface target receptors, which are bound by
antibodies (i.e., receptor-antibody complexes), undergo tar-
get-mediated endocytosis in a dose-dependent manner, which
leads to formation of endosomes destined for lysosomal deg-
radation inside cells. In some cases, the endocytosed recep-
tor-antibody complexes bind neonatal Fc receptors (FcRn)
inside the endosomes in a pH-dependent manner and are
routed back to the cell surface for release into plasma or
interstitial fluids upon exposure to a neutral extracellular pH
(e.g., pH 7.0-7.4).

There is a need in the art for systems, e.g., non-human
animals, cells, and genomic loci that generate antigen-bind-
ing proteins with titratable residues, e.g., genetically modi-
fied loci that rearrange immunoglobulin gene segments to
generate heavy chain variable domains that respond to
changes in pH, e.g., that donate or accept protons and, e.g.,
whose binding characteristics differ according to protonation
state.
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Thereis also aneed in the art for methods and compositions
that can further increase recycling efficiency of endocytosed
antigen-binding proteins by promoting dissociation of anti-
gen-binding proteins from receptor-antigen-binding protein
complexes or by increasing the affinity of antigen-binding
proteins toward FcRn in an acidic endosomal compartment
without compromising the specificity and affinity of the anti-
gen-binding protein toward an antigen of interest.

SUMMARY OF THE INVENTION

Genetically modified immunoglobulin heavy chain loci in
the germline genome of non-human animals are provided,
wherein the immunoglobulin heavy chain loci comprise a
genetically modified unrearranged heavy chain variable
region nucleotide sequence (e.g., one or more genetically
modified human V., D, and/or J; gene segment), wherein the
unrearranged heavy chain variable region nucleotide
sequence comprises an addition of at least one histidine
codon or a substitution of at least one endogenous non-histi-
dine codon with a histidine codon. In various embodiments,
the genetically modified unrearranged heavy chain variable
region nucleotide sequence comprises at least one histidine
codon in at least one reading frame that encodes an immuno-
globulin heavy chain variable domain. In various embodi-
ments, the unrearranged heavy chain variable region nucle-
otide sequence comprising the at least one histidine codon is
operably linked to a human or non-human heavy chain con-
stant region nucleotide sequence (e.g., a heavy chain constant
region nucleotide sequence that encodes an immunoglobulin
isotype selected from IgM, IgD, IgA, IgE, and IgG).

Non-human animals (mammals, e.g., rodents such as mice,
rats, or hamsters) are provided that are genetically engineered
to contain immunoglobulin heavy chain genomic loci in their
germline genome, wherein the genomic loci comprise an
unrearranged heavy chain variable region nucleotide
sequence (e.g., one or more genetically modified human V,
D, and/or J; gene segments), wherein the unrearranged heavy
chain variable region nucleotide sequence comprises an addi-
tion of at least one histidine codon or a substitution of at least
one endogenous non-histidine codon with a histidine codon.
In various embodiments, the genome of the non-human ani-
mals comprises a modification (i) that deletes or renders
nonfunctional all, or substantially all, endogenous immuno-
globulinV, D, and/or I, gene segments (e.g., via insertion of
a nucleotide sequence, e.g., an exogenous nucleotide
sequence, in the immunoglobulin locus or via non-functional
rearrangement or inversion of endogenous V, D, and/or J,,
gene segments); and (i) that introduces an unrearranged
human heavy chain variable region nucleotide sequence (e.g.,
genetically modified human V,, D, or I, gene segments),
wherein the unrearranged heavy chain variable region nucle-
otide sequence comprises an addition of at least one histidine
codon or a substitution of at least one endogenous non-histi-
dine codon with a histidine codon. In various embodiments,
the unrearranged heavy chain variable region nucleotide
sequence is present at an endogenous locus (i.e., where the
unrearranged heavy chain variable region nucleotide
sequence is located in a wild-type non-human animal) or
present ectopically (e.g., at a locus different from the endog-
enous immunoglobulin heavy chain locus in its genome), or
within its endogenous locus (e.g., within an immunoglobulin
variable locus, wherein the endogenous locus is placed or
moved to a different location in the genome). In various
embodiments, the immunoglobulin heavy chain variable
region nucleotide sequence is operably linked to a human or
non-human heavy chain constant region nucleotide sequence
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(e.g., a heavy chain constant region nucleotide sequence that
encodes an immunoglobulin isotype selected from IgM, IgD,
IgA, IgE, and IgG).

Genetically modified non-human animals are provided that
are capable of expressing a genetically modified immunoglo-
bulin heavy variable domain comprising one or more his-
tidines, wherein the one or more histidines are not encoded by
a germline gene segment of a corresponding wild-type non-
human animal.

Genetically modified non-human animals are provided that
comprise a B cell population that is characterized by rear-
ranged immunoglobulin heavy chain variable genes that
encode an immunoglobulin heavy chain variable domain with
one or more histidines that are not encoded by a germline
gene segment of a corresponding wild-type non-human ani-
mal.

Methods and compositions are provided for making non-
human animals that comprise a genetically modified immu-
noglobulin heavy chain variable locus comprising an unrear-
ranged human heavy chain variable region nucleotide
sequence containing one or more histidine codons in at least
one reading frame that encodes a heavy chain variable
domain.

Methods and compositions are provided for non-human
animals that make antigen-binding proteins that exhibit a
pH-dependent binding of an antigen. Methods and composi-
tions are provided for making non-human animals thathave B
cell populations, or antibody populations, that are enriched
(as compared with corresponding wild-type animals) with
antigen-binding proteins that are pH-dependent, e.g., in par-
ticular, heavy chain variable domains, and/or antigen-binding
fragments thereof.

In one aspect, a genetically modified immunoglobulin
locus in a germline genome of a non-human animal is pro-
vided comprising an unrearranged human heavy chain vari-
able region nucleotide sequence, wherein the unrearranged
heavy chain variable region nucleotide sequence comprises
an addition of least one histidine codon or a substitution of at
least one endogenous non-histidine codon with a histidine
codon.

In one embodiment, the non-human animal is a mammal,
including a rodent, e.g., a mouse, a rat, or a hamster.

In one embodiment, the added or substituted histidine
codon is present in an immunoglobulin heavy chain gene
segment selected from a human V, gene segment, a human D
gene segment, a human J,, gene segment, and a combination
thereof. In one embodiment, the immunoglobulin heavy
chain gene segment is selected from a human germline V,
gene segment, a human germline D gene segment, a human
germline J,, gene segment, and a combination thereof.

In one embodiment, the human V gene segment (V) is
selected from the group consisting of V,1-2, V,1-3, V1-8,
Vi 1-18,V,1-24,V ,1-45,V ,1-46,V ,1-58,V ,1-69,V ,2-5,
V2-26,V 270,V ,,3-7,V,,3-9, V,3-11, V,;3-13, V,,3-15,
V3-16,V,3-20,V,,3-21,V,,3-23,V,3-30, V,3-30-3, V,,3-
30-5, V,3-33, V;3-35, V,3-38, V,,3-43, V,,3-48, V,,3-49,
V3-53,V,3-64,V,3-66,V;3-72,V ,;3-73,V ,3-74,V A4,
VA-28, V,4-30-1, V,,4-30-2, V,,4-30-4, V,,4-31, V,,4-34,
V439,V 4-59,V,4-61,V,,5-51,V,,6-1,V,,7-4-1,V,,7-81,
and a combination thereof.

In one embodiment, the human D gene segment is selected
from the group consisting of D1-1, D1-7, D1-14, D1-20,
D1-26, D2-2, D2-8, D2-15, D2-21, D3-3, D3-9, D3-10,
D3-16, D3-22, D4-4, D4-11, D4-17, D4-23, D5-12, DS-5,
D5-18, D5-24, D6-6, D6-13, D6-19, D6-25, D7-27, and a
combination thereof.
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In one embodiment, the human J gene segment is selected
from the group consisting of I, 1,J,2,J:3,1,4,1,5, 1,6, and
a combination thereof.

In one embodiment, the added or substituted histidine
codon is present in the unrearranged heavy chain variable
region nucleotide sequence that encodes an N-terminal
region, a loop 4 region, a CDR1, a CDR2, a CDR3, or a
combination thereof.

In one embodiment, the unrearranged heavy chain variable
region nucleotide sequence comprises 2 or more, 3 or more, 4
ormore, S ormore, 6 or more, 7 or more, 8 or more, 9 or more,
10 or more, 11 or more, 12 or more, 13 or more, 14 or more,
15 or more, 16 or more, 17 or more, 18 or more, 19 or more,
20 or more, 21 or more, 22 or more, 23 or more, 24 or more,
or 25 ormore, 26 or more, 27 or more, 28 or more, 29 or more,
30 ormore, 31 or more, 32 or more, 33 or more, 34 or more 35
or more, 36 or more, 37 or more, 38 or more, 39 or more, 40
or more, 41 or more, 42 or more, 43 or more, 44 or more, 45
or more, 46 or more, 47 or more, 48 or more, 49 or more, 50
or more, 51 or more, 52 or more, 53 or more, 54 or more, 55
or more, 56 or more, 57 or more, 58 or more, 59 or more, 60
or more, or 61 or more of histidine codons.

In one embodiment, the unrearranged heavy chain variable
region nucleotide sequence is operably linked to a human or
non-human heavy chain constant region nucleotide sequence
that encodes an immunoglobulin isotype selected from IgM,
IgD, IgG, IgE, and IgA.

In one embodiment, the human unrearranged immunoglo-
bulin heavy chain variable region nucleotide sequence is
operably linked to a human or non-human heavy chain con-
stant region nucleotide sequence selected from a Cpl, a
hinge, a C,2, a C,3, and a combination thereof. In one
embodiment, the heavy chain constant region nucleotide
sequence comprises a C,1, a hinge, a C,2, and a C,;3 (i.e.,
Cy1-hinge-C,2-C,3).

In one embodiment, a heavy chain constant region nucle-
otide sequence is present at an endogenous locus (i.e., where
the nucleotide sequence is located in a wild-type non-human
animal) or present ectopically (e.g., at a locus different from
the endogenous immunoglobulin chain locus in its genome,
or within its endogenous locus, e.g., within an immunoglo-
bulin variable locus, wherein the endogenous locus is placed
or moved to a different location in the genome).

In one embodiment, the heavy chain constant region nucle-
otide sequence comprises a modification in a C,2 or a C,3,
wherein the modification increases the affinity of the heavy
chain constant region amino acid sequence to FcRn in an
acidic environment (e.g., in an endosome where pH ranges
from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a modification at position
250 (e.g., E or Q); 250 and 428 (e.g., L or F); 252 (e.g.,
L/Y/F/W orT), 254 (e.g.,SorT),and 256 (e.g., S/R/Q/E/D or
T); or a modification at position 428 and/or 433 (e.g., L/R/S/
P/Q or K) and/or 434 (e.g., H/F or Y); or a modification at
position 250 and/or 428; or a modification at position 307 or
308 (e.g., 308F, V308F), and 434. In one embodiment, the
modification comprises a 4281 (e.g., M428L) and 434S (e.g.,
N434S) modification; a 4281, 2591 (e.g., V259I), and 308F
(e.g., V308F) modification; a 433K (e.g., H433K) and a 434
(e.g., 434Y) modification; a 252, 254, and 256 (e.g., 252,
254T, and 256E) modification; a 250Q and 4281 modification
(e.g., T250Q and M4281); and a 307 and/or 308 modification
(e.g., 308F or 308P), wherein the modification increases the
affinity of the heavy chain constant region amino acid
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sequence to FcRn in an acidic environment (e.g., in an endo-
some where pH ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C;,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 252 and 257, wherein the modification
increases the affinity of the human C,,2 amino acid sequence
to FcRn in an acidic environment (e.g., in an endosome where
pH ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 307 and 311, wherein the modification
increases the affinity of the C,2 amino acid sequence to FcRn
in an acidic environment (e.g., in an endosome where pH
ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C,3 amino acid sequence,
wherein the C,,3 amino acid sequence comprises at least one
modification between amino acid residues at positions 433
and 436, wherein the modification increases the affinity of the
C.3 amino acid sequence to FcRn in an acidic environment
(e.g., in an endosome where pH ranges from about 5.5 to
about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M428L, N434S, and a combination
thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M428L., V2591, V308F, and a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising an N434 A mutation.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M252Y, S254T, T256E, and a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of T250Q, M248L, or both.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of H433K, N434Y, or both.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises: (1) a first allele, wherein the unrear-
ranged human immunoglobulin heavy chain variable region
nucleotide sequence as described herein is operably linked to
a first heavy chain constant region nucleotide sequence
encoding a first CH; amino acid sequence of a human IgG
selected from 1gG1, IgG2, IgG4, and a combination thereof;
and (2) a second allele, wherein the unrearranged human
immunoglobulin heavy chain variable region nucleotide
sequence as described herein is operably linked to a second
heavy chain constant region nucleotide sequence encoding a
second C,3 amino acid sequence of the human IgG selected
from IgGl, IgG2, IgG4, and a combination thereof, and
wherein the second CH; amino acid sequence comprises a
modification that reduces or eliminates binding for the second
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6
CH,; amino acid sequence to Protein A (see, for example, US
2010/0331527A1, which is incorporated by reference herein
in its entirety).

In one embodiment, the second CH; amino acid sequence
comprises an H95R modification (by IMGT exon numbering;
H435R by EU numbering). In one embodiment the second
CH,; amino acid sequence further comprises an Y96F modi-
fication (by IMGT exon numbering; H436F by EU). In
another embodiment, the second CH; amino acid sequence
comprises both an H95R modification (by IMGT exon num-
bering; H435R by EU numbering) and an Y96F modification
(by IMGT exon numbering; H436F by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG1l and further comprises a
mutation selected from the group consisting of D16E, L18M,
N44S, K52N, V57M, and V821 (IMGT; D356E, L38M,
N3848S, K392N, V397M, and V4221 by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG2 and further comprises a
mutation selected from the group consisting of N44S, K52N,
and V821 (IMGT: N384S, K392N, and V4221 by EU).

In one embodiment, the second CH, amino acid sequence
is from a modified human IgG4 and further comprises a
mutation selected from the group consisting of Q15R, N44S,
K52N, V57M, R69K, E79Q, and V821 (IMGT: Q355R,
N3848S,K392N,V397M, R409K, E419Q, and V4221 by EU).

In one embodiment, the heavy chain constant region amino
acid sequence is a non-human constant region amino acid
sequence, and the heavy chain constant region amino acid
sequence comprises one or more of any of the types of modi-
fications described above.

In one embodiment, all or substantially all endogenous V,,
D, and J; gene segments are deleted from an immunoglobulin
heavy chain locus or rendered non-functional (e.g., via inser-
tion of a nucleotide sequence (e.g., an exogenous nucleotide
sequence) in the immunoglobulin locus or via non-functional
rearrangement, or inversion, of the endogenous V, D, J,,
segments). In one embodiment, e.g., about 80% or more,
about 85% or more, about 90% or more, about 95% or more,
about 96% or more, about 97% or more, about 98% or more,
or about 99% or more of all endogenous V, D, or J,, gene
segments are deleted or rendered non-functional. In one
embodiment, e.g., at least 95%, 96%, 97%, 98%, or 99% of
endogenous functional V, D, or J gene segments are deleted or
rendered non-functional.

In one embodiment, the genetically modified immunoglo-
bulin heavy chain locus comprises a modification that deletes
orrenders non-functional all, or substantially all, endogenous
Vi, D, and J;; gene segments; and the genetically modified
locus comprises an unrearranged heavy chain variable region
nucleotide sequence comprising one or more human V,, D,
and/or J ;; gene segments having one or more histidine codons,
wherein the unrearranged heavy chain variable region nucle-
otide sequence is present at an endogenous location (i.e.,
where the nucleotide sequence is located in a wild-type non-
human animal) or present ectopically (e.g., at alocus different
from the endogenous immunoglobulin chain locus in its
genome), or within its endogenous locus (e.g., within an
immunoglobulin variable locus, wherein the endogenous
locus is placed or moved to a different location in the
genome).

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an endogenous Adam6a gene, Adamé6b
gene, or both, and the genetic modification does not affect the
expression and/or function of the endogenous Adamoéa gene,
Adamé6b gene, or both.
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In one embodiment, the genetically modified immunoglo-
bulin locus comprises an ectopically present Adamo6a gene,
Adam6b gene, or both. In one embodiment, the Adamé6a gene
is a non-human Adamé6a gene. In one embodiment, the
Adamo6a gene is a human Adam6a gene. In one embodiment,
the Adam6b gene is a non-human Adamé6b gene. In one
embodiment, the Adam6b gene is a human Adam6b gene.

In one embodiment, the genetically modified immunoglo-
bulin locus further comprises a humanized, unrearranged A
and/or k light chain variable gene sequence. In one embodi-
ment, the humanized, unrearranged A and/or x light chain
variable gene sequence is operably linked to an immunoglo-
bulin light chain constant region nucleotide sequence
selected from a A light chain constant region nucleotide
sequence and a ¥ light chain constant region nucleotide
sequence. In one embodiment, the humanized, unrearranged
A light chain variable region nucleotide sequence is operably
linked to a A light chain constant region nucleotide sequence.
In one embodiment, the A light chain constant region nucle-
otide sequence is a mouse, rat, or human sequence. In one
embodiment, the humanized, unrearranged K light chain vari-
able region nucleotide sequence is operably linked to a i light
chain constant region nucleotide sequence. In one embodi-
ment, the k light chain constant region nucleotide sequence is
a mouse, rat, or human sequence.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an unrearranged light chain variable
gene sequence that contains at least one modification that
introduces at least one histidine codon in at least one reading
frame encoding a light chain variable domain. In one embodi-
ment, the genetically modified immunoglobulin locus com-
prises a rearranged (e.g., rearranged A or k V/J sequence)
sequence that comprises one, two, three, or four codons for
histidine in a light chain CDR. In one embodiment, the CDR
is a selected from a CDR1, CDR2, CDR3, and a combination
thereof. In one embodiment, the unrearranged or rearranged
light chain variable region nucleotide sequence is an unrear-
ranged or rearranged human A or k light chain variable region
nucleotide sequence. In one embodiment, the unrearranged or
rearranged human A or x light chain variable region nucle-
otide sequence is present at an endogenous mouse immuno-
globulin light chain locus. In one embodiment, the mouse
immunoglobulin light chain locus is a mouse K locus. In one
embodiment, the mouse immunoglobulin light chain locus is
a mouse A locus.

In one embodiment, the genetically modified immunoglo-
bulin locus as described herein is present in an immunoglo-
bulin heavy chain locus of a mouse. In one embodiment, the
genetically modified immunoglobulin locus is present in a
humanized immunoglobulin heavy chain locus in a VELOCI-
MMUNE® mouse.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein exhibits a weaker antigen binding at an
acidic environment (e.g., at a pH of about 5.5 to about 6.0)
than a corresponding wild-type heavy chain variable domain
without the genetic modification.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t, ,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t, ,) of less than
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2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein has
at least about 2-fold, at least about 3-fold, at least about
4-fold, at least about 5-fold, at least about 10-fold, at least
about 15-fold, at least about 20-fold, at least about 25-fold, or
atleast about 30-fold decrease in dissociative half-life (t, ;) at
an acidic pH (e.g., pH of about 5.5 to about 6.0) as compared
to the dissociative half-life (t, ,) of the antigen-binding pro-
tein at a neutral pH (e.g., pH of about 7.0 to about 7.4).

In one embodiment, the genetically modified immunoglo-
bulin locus described herein comprises a B cell population
that, upon stimulation with an antigen of interest, is capable of
producing antigen-binding proteins, e.g., antibodies, com-
prising a heavy chain variable domain with one or more
histidine residues. The antigen-binding proteins as described
herein, when administered into a subject, exhibits an
increased serum half-life over a corresponding wild-type
antigen-binding protein, which possesses a similar or suffi-
ciently similar amino acid sequence that encodes the heavy
chain variable domain but does not comprise a histidine resi-
due in the heavy chain variable domain. In some embodi-
ments, the antigen-binding protein described herein exhibits
an increased serum half-life that is at least about 2-fold, at
least about 5-fold, at least about 10-fold, at least about
15-fold, at least about 20-fold higher than the corresponding
wild-type antigen-binding protein, which possesses a similar
or sufficiently similar amino acid sequence that encodes the
heavy chain variable domain but does not comprise a histidine
residue in the heavy chain variable domain.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein is
characterized by improved pH-dependent recyclability,
enhanced serum half-life, or both as compared with a wild-
type antigen-binding protein without the genetic modifica-
tion as described herein.

In one aspect, a genetically modified immunoglobulin
locus in a germline genome of a non-human animal is pro-
vided comprising an unrearranged human heavy chain vari-
able region nucleotide sequence, wherein the human unrear-
ranged heavy chain variable region nucleotide sequence
comprises a substitution of at least one endogenous non-
histidine codon with a histidine codon.

In one embodiment, the non-human animal is a mammal,
including a rodent, e.g., a mouse, a rat, or a hamster.

In one embodiment, 2 or more, 3 or more, 4 or more, 5 or
more, 6 or more, 7 or more, 8§ or more, 9 or more, 10 or more,
11 or more, 12 or more, 13 or more, 14 or more, 15 or more,
16 or more, 17 or more, 18 or more, 19 or more, 20 or more,
21 or more, 22 or more, 23 or more, 24 or more, 25 or more,
26 or more, 27 or more, 28 or more, 29 or more, 30 or more,
31 or more, 32 or more, 33 or more, 34 or more, 35 or more,
36 or more, 37 or more, 38 or more, 39 or more, 40 or more,
41 or more, 42 or more, 43 or more, 44 or more, 45 or more,
46 or more, 47 or more, 48 or more, 49 or more, 50 or more,
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51 or more, 52 or more, 53 or more, 54 or more, 55 or more,
56 or more, 57 or more, 58 or more, 59 or more, 60 or more,
or 61 or more of the endogenous non-histidine codons are
replaced with histidine codons.

In one embodiment, the endogenous non-histone codon
encodes the amino acid selected fromY, N, D, Q, S, W, and R.

In one embodiment, the substituted histidine codon is
present in an unrearranged heavy chain variable region nucle-
otide sequence that encodes an immunoglobulin variable
domain selected from an N-terminal region, a loop 4 region,
a CDR1, a CDR2, a CDR3, a combination thereof.

In one embodiment, the substituted histidine codon is
present in an unrearranged heavy chain variable region nucle-
otide sequence that encodes a complementary determining
region (CDR) selected from a CDR1, a CDR2, a CDR3, and
a combination thereof.

In one embodiment, the substituted histidine codon is
present in an unrearranged heavy chain variable region nucle-
otide sequence that encodes a frame region (FR) selected
from FR1, FR2, FR3, FR4, and a combination thereof.

In one embodiment, the unrearranged heavy chain variable
region nucleotide sequence comprises a genetically modified
human V, gene segment, wherein one or more endogenous
non-histidine codon in at least one reading frame of the
human V,, gene segment has been replaced with a histidine
codon.

In one embodiment, the human unrearranged heavy chain
variable region nucleotide sequence comprises a modifica-
tion that replaces at least one endogenous non-histidine
codon of a human V,, gene segment with a histidine codon,
wherein the human V,, gene segment is selected from the
group consisting of V1-2, V,1-3, V,1-8, V,1-18, V,1-24,
Vy1-45,V51-46,V41-58,V 51-69,V,2-5,V 42-26,V ;2-70,
Vi 3-7,V3-9, V,3-11, V,,3-13, V,,3-15, V;3-16, V;3-20,
V3-21, V3-23, V,,3-30, V53-30-3, V,,3-30-5, V3-33,
V,3-35,V,,3-38, V,3-43, V;3-48, V;3-49, V;3-53, V,;3-
64,V 43-66,V53-72,V,,3-73,V;3-74,V,4-4,V ,4-28,V A-
30-1, V,A4-30-2, V,A4-30-4, V,,4-31, V,4-34, V439,V 4-
59, VA-61, V,5-51, V6-1, V,7-4-1, V,7-81, and a
combination thereof.

In one embodiment, the human unrearranged heavy chain
variable region nucleotide sequence comprises a genetically
modified human J,, gene segment, wherein one or more
endogenous non-histidine codon in at least one reading frame
of the human J,, gene segment has been replaced with a
histidine codon.

In one embodiment, the human unrearranged heavy chain
variable region nucleotide sequence comprises a modifica-
tion that replaces at least one endogenous non-histidine
codon of a human J; segment with a histidine codon, wherein
the human J, gene segment is selected from the group con-
sisting of J; 1, J;,2, I3, 4, IS, 1,6, and a combination
thereof.

In one embodiment, the substituted histidine codon is
present in a heavy chain variable region nucleotide sequence
that encodes part of a CDR3. In one embodiment, the part of
CDR3 comprises an amino acid sequence derived from a
reading frame of a genetically modified human D gene seg-
ment comprising a modification that replaces at least one
endogenous non-histidine codon in the reading frame with a
histidine codon.

In one embodiment, the endogenous non-histidine codon
that is substituted with a histidine codon encodes the amino
acid selected from Y, N, D, Q, S, W, and R.

In one embodiment, the substituted histidine codon is
present in at least one reading frame of the human D gene
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segment that is most frequently observed in VELOCIM-
MUNE® humanized immunoglobulin mice.

In one embodiment, the reading frame of the genetically
modified human D gene segment that encodes part of CDR3
is selected from a hydrophobic frame, a stop frame, and a
hydrophilic frame.

In one embodiment, the reading frame is a hydrophobic
frame of a human D gene segment.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D1-1 (GTTGT; SEQ ID NO: 88), D1-7 (GITGT; SEQ ID
NO: 89), D1-20 (GITGT; SEQID NO: 89), and D1-26 (GIV-
GAT; SEQ ID NO: 90), and the human D gene segment
further comprises a modification that replaces at least one
endogenous non-histidine codon in the nucleotide sequence
with a histidine codon.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D2-2 (DIVVVPAAL SEQ ID NO: 92), D2-8 (DIVLM-
VYAI SEQIDNO: 94), D2-15 (DIVVVVAAT; SEQ IDNO:
95), and D2-21 (HIVVVTAI; SEQ ID NO: 97), and the
human D gene segment further comprises a modification that
replaces at least one endogenous non-histidine codon in the
nucleotide sequence with a histidine codon.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D3-3 (ITIFGVVII;, SEQ ID NO: 98), D3-9 (ITIF*LVII,
SEQ ID NO: 99, SEQ ID NO:100), D3-10 ATMVRGVII;
SEQIDNO:101), D3-16 AIMITFGGVIVI;, SEQIDNO:102),
and D3-22 (ITMIVVVIT; SEQ ID NO:103), and the human
D gene segment further comprises a modification that
replaces at least one endogenous codon in the nucleotide
sequence with a histidine codon.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D4-4 (TTVT; SEQ ID NO: 105), D4-11 (TTVT; SEQ ID
NO:105), D4-17 (TTVT,; SEQ ID NO:105), D4-23 (TTVVT,
SEQ ID NO: 106) and the human D gene segment further
comprises a modification that replaces at least one endog-
enous non-histidine codon in the nucleotide sequence with a
histidine codon.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D5-5 (VDTAMYV; SEQ ID NO: 107), D5-12 (VDIVATI,
SEQ ID NO: 108), D5-18 (VDTAMYV, SEQ ID NO:107), and
D5-24 (VEMATI; SEQ ID NO:109), and the human D gene
segment further comprises a modification that replaces at
least one endogenous non-histidine codon in the nucleotide
sequence with a histidine codon.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D6-6 (SIAAR; SEQ ID NO: 111), D6-13 (GIAAAG; SEQ
ID NO: 113), and D6-19 (GIAVAG; SEQ ID NO:115), and
the human D gene segment further comprises a modification
that replaces at least one endogenous non-histidine codon in
the nucleotide sequence with a histidine codon.

In one embodiment, the hydrophobic frame comprises a
nucleotide sequence that encodes human D7-27 (LTG), and
the human D gene segment further comprises a modification
that replaces at least one endogenous non-histidine codon in
the nucleotide sequence with a histidine codon.
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In one embodiment, the reading frame is a stop reading
frame of a human D gene segment.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D1-1 (VQLER; SEQ ID NO:8), D1-7 (V*LEL), D1-20
(V¥LER), D1-26 (V¥WELL; SEQ ID NO: 12), and the
human D gene segment further comprises a modification that
replaces at least one endogenous non-histidine codon in the
nucleotide sequence with a histidine codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D2-2 (RIL**YQLLY; SEQ ID NO:14), D2-8
(RILY*WCMLY; SEQ ID NO:16 and SEQ ID NO: 17),
D2-15 (RIL¥*WW#*LLL), and D2-21 (SILWW*LLF; SEQ ID
NO:19), and the human D gene segment further comprises a
modification that replaces at least one endogenous non-histi-
dine codon in the nucleotide sequence with a histidine codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D3-3 (VLRFLEWLLY; SEQIDNO:21),D3-9 (VLRYFD-
WLL*; SEQ ID NO:23), D3-10 (VLLWFGELL*; SEQ ID
NO:25), D3-16 (VL*LRLGELSLY; SEQ ID NO:27), and
D3-22 (VLL***WLLL; SEQ ID NO:29), and the human D
gene segment comprises a modification that replaces at least
one endogenous non-histidine codon in the nucleotide
sequence with a histidine codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D4-4 (*LQ*L), D4-11 (*LQ*L), D4-17 (*LR*L), and
D4-23 (*LRW*L), and the human D gene segment comprises
a modification that replaces at least one endogenous non-
histidine codon in the nucleotide sequence with a histidine
codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D5-5 (WIQLWL; SEQ ID NO:35); D5-12 (WI*WLRL,;
SEQ ID NO:37), D5-18 (WIQLWL; SEQ ID NO:35), and
D5-24 (*RWLQL; SEQ ID NO:39), and the human D gene
segment comprises a modification that replaces at least one
endogenous non-histidine codon in the nucleotide sequence
with a histidine codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D6-6 (V*QLV), D6-13 (V*QQLV; SEQ ID NO:41), and
D6-19 (V¥QWLYV; SEQ ID NO:43), and the human D gene
segment further comprises a modification that replaces at
least one endogenous non-histidine codon in the nucleotide
sequence with a histidine codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
D7-27 (*LQG), and the human D gene segment further com-
prises a modification that replaces at least one endogenous
codon of the human D gene segment in the nucleotide
sequence with a histidine codon.

In one embodiment, the reading frame is a hydrophilic
frame of a human D gene segment.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D1-1 (YNWND; SEQ ID NO: 45), D1-7 (YNWNY; SEQ
ID NO: 47), D1-20 (YNWND; SEQ ID NO: 45), and D1-26
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(YSGSYY; SEQ ID NO:49), and the human D gene segment
further comprises a modification that replaces at least one
endogenous codon in the nucleotide sequence with a histidine
codon. In one embodiment, the hydrophilic frame comprises
a nucleotide sequence that encodes the amino acid sequence
selected from the group consisting of SEQ ID NO: 46, SEQ
ID NO: 48, SEQ ID NO: 50, and a combination thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D2-2 (GYCSSTSCYT; SEQ ID NO:51), D2-8 (GYCT-
NGVCYT; SEQ ID NO: 53), D2-15 (GYCSGGSCYS; SEQ
IDNO:55), and D2-21 (AYCGGDCYS; SEQIDNO:57), and
the human D gene segment further comprises a modification
that replaces at least one endogenous codon in the nucleotide
sequence with a histidine codon. In one embodiment, the
hydrophilic frame comprises a nucleotide sequence that
encodes the amino acid sequence selected from the group
consisting of SEQ ID NO: 52, SEQ ID NO: 54, SEQ ID NO:
56, SEQ ID NO: 58, and a combination thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D3-3 (YYDFWSGYYT; SEQIDNO:59),D3-9 (YYDILT-
GYYN; SEQID NO:61), D3-10 (YYYGSGSYYN; SEQ ID
NO:63), D3-16 (YYDYVWGSYRYT; SEQ ID NO:65), and
D3-22 (YYYDSSGYYY; SEQ ID NO:67), and the human D
gene segment further comprises a modification that replaces
at least one endogenous codon in the nucleotide sequence
with a histidine codon. In one embodiment, the hydrophilic
frame comprises a nucleotide sequence encodes the amino
acid sequence selected from the group consisting of SEQ ID
NO: 60, SEQ ID NO: 62, SEQ ID NO: 64, SEQ ID NO: 66,
SEQ ID NO: 68, and a combination thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
0of D4-4 (DYSNY; SEQ ID NO:69), D4-11 (DYSNY; SEQID
NO:69), D4-17 (DYGDY,; SEQ ID NO:71), and D4-23
(DYGGNS; SEQ ID NO:73), and the human D gene segment
comprises a modification that replaces at least one endog-
enous codon in the nucleotide sequence with a histidine
codon. In one embodiment, the hydrophilic frame comprises
a nucleotide sequence that encodes the amino acid sequence
selected from the group consisting of SEQ ID NO: 70, SEQ
ID NO: 72, SEQ ID NO: 74, and a combination thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D5-5 (GYSYGY; SEQ ID NO:75), D5-12 (GYSGYDY;
SEQ ID NO:77), D5-18 (GYSYGY; SEQ ID NO:75), and
D5-24 (RDGYNY; SEQ ID NO:79), and the human D gene
segment further comprises a modification that replaces at
least one endogenous codon in the nucleotide sequence with
a histidine codon. In one embodiment, the hydrophilic frame
comprises a nucleotide sequence that encodes the amino acid
sequence selected from the group consisting of SEQ ID NO:
76, SEQ ID NO: 78, SEQ ID NO: 80, and a combination
thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D6-6 (EYSSSS; SEQ ID NO: 81), D6-13 (GYSSSWY;
SEQ ID NO:83), and D6-19 (GYSSGWY; SEQ ID NO:85),
and the human D gene segment further comprises a modifi-
cation that replaces at least one endogenous codon in the
nucleotide sequence with a histidine codon. In one embodi-
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ment, the hydrophilic frame comprises a nucleotide sequence
that encodes the amino acid sequence selected from the group
consisting of SEQ ID NO: 82, SEQ ID NO: 84, SEQ ID NO:
86, SEQ ID NO: 76, and a combination thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
D7-27 (NWG), and the human D gene segment further com-
prises a modification that replaces at least one endogenous
codon in the nucleotide sequence a histidine codon.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of SEQIDNO: 46, SEQ IDNO: 48, SEQ ID NO: 50, SEQID
NO: 52, SEQ ID NO: 54, SEQ ID NO: 56, SEQ ID NO: 58,
SEQ ID NO: 60, SEQ ID NO: 62, SEQ ID NO: 64, SEQ ID
NO: 66, SEQ ID NO: 68, SEQ ID NO: 70, SEQ ID NO: 72,
SEQ ID NO: 74, SEQ ID NO: 76, SEQ ID NO: 78, SEQ ID
NO: 80, SEQ ID NO: 82, SEQ ID NO: 84, SEQ ID NO: 86,
and a combination thereof.

In one embodiment, the human unrearranged immunoglo-
bulin heavy chain variable region nucleotide sequence is
operably linked to a human or non-human heavy chain con-
stant region nucleotide sequence selected from a C,l, a
hinge, a C;2, a C43, and a combination thereof. In one
embodiment, the heavy chain constant region nucleotide
sequence comprises a C1, a hinge, a C,2, and a C3 (i.e.,
Cy1-hinge-C,2-C.3).

In one embodiment, a heavy chain constant region nucle-
otide sequence is present at an endogenous locus (i.e., where
the nucleotide sequence is located in a wild-type non-human
animal) or present ectopically (e.g., at a locus different from
the endogenous immunoglobulin chain locus in its genome),
or within its endogenous locus, e.g., within an immunoglo-
bulin variable locus, wherein the endogenous locus is placed
or moved to a different location in the genome.

In one embodiment, the heavy chain constant region nucle-
otide sequence comprises a modification in a C,2 or a C,3,
wherein the modification increases the affinity of the heavy
chain constant region amino acid sequence to FcRn in an
acidic environment (e.g., in an endosome where pH ranges
from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a modification at position
250 (e.g., E or Q); 250 and 428 (e.g., L or F); 252 (e.g.,
L/Y/F/W orT), 254 (e.g.,SorT),and 256 (e.g., S/R/Q/E/D or
T); or a modification at position 428 and/or 433 (e.g., L/R/S/
P/Q or K) and/or 434 (e.g., H/F or Y); or a modification at
position 250 and/or 428; or a modification at position 307 or
308 (e.g., 308F, V308F), and 434. In one embodiment, the
modification comprises a 4281 (e.g., M428L) and 434S (e.g.,
N434S) modification; a 4281, 2591 (e.g., V259I), and 308F
(e.g., V308F) modification; a 433K (e.g., H433K) and a 434
(e.g., 434Y) modification; a 252, 254, and 256 (e.g., 252Y,
254T, and 256E) modification; a 250Q and 4281 modification
(e.g., T250Q and M4281); and a 307 and/or 308 modification
(e.g., 308F or 308P), wherein the modification increases the
affinity of the heavy chain constant region amino acid
sequence to FcRn in an acidic environment (e.g., in an endo-
some where pH ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C;,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 252 and 257, wherein the modification
increases the affinity of the human C,,2 amino acid sequence
to FcRn in an acidic environment (e.g., in an endosome where
pH ranges from about 5.5 to about 6.0).
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In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 307 and 311, wherein the modification
increases the affinity of the C,,2 amino acid sequence to FcRn
in an acidic environment (e.g., in an endosome where pH
ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C,3 amino acid sequence,
wherein the C,3 amino acid sequence comprises at least one
modification between amino acid residues at positions 433
and 436, wherein the modification increases the affinity of the
C.3 amino acid sequence to FcRn in an acidic environment
(e.g., in an endosome where pH ranges from about 5.5 to
about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M428L, N434S, and a combination
thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M428L.,, V2591, V308F, and a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising an N434 A mutation.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M252Y, S254T, T256FE, and a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of T250Q, M248L, or both.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of H433K, N434Y, or both.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises: (1) a first allele, wherein the unrear-
ranged human immunoglobulin heavy chain variable region
nucleotide sequence as described herein is operably linked to
a first heavy chain constant region nucleotide sequence
encoding a first CH; amino acid sequence of a human IgG
selected from 1gG1, 1gG2, IgG4, and a combination thereof;
and (2) a second allele, wherein the unrearranged human
immunoglobulin heavy chain variable region nucleotide
sequence as described herein is operably linked to a second
heavy chain constant region nucleotide sequence encoding a
second C,3 amino acid sequence of the human IgG selected
from IgGl, IgG2, IgG4, and a combination thereof, and
wherein the second CH; amino acid sequence comprises a
modification that reduces or eliminates binding for the second
CH,; amino acid sequence to Protein A (see, for example, US
2010/0331527A1, which is incorporated by reference herein
in its entirety).

In one embodiment, the second CH, amino acid sequence
comprises an H95R modification (by IMGT exon numbering;
H435R by EU numbering). In one embodiment the second
CH,; amino acid sequence further comprises an Y96F modi-
fication (by IMGT exon numbering; H436F by EU). In
another embodiment, the second CH; amino acid sequence
comprises both an H95R modification (by IMGT exon num-
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bering; H435R by EU numbering) and an Y96F modification
(by IMGT exon numbering; H436F by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG1l and further comprises a
mutation selected from the group consisting of D16E, L18M,
N448S, K52N, V57M, and V821 (IMGT; D356E, L38M,
N3848S, K392N, V397M, and V4221 by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG2 and further comprises a
mutation selected from the group consisting of N44S, K52N,
and V821 (IMGT: N384S, K392N, and V4221 by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG4 and further comprises a
mutation selected from the group consisting of Q15R, N44S,
K52N, V57M, R69K, E79Q, and V821 (IMGT: Q355R,
N3848,K392N, V397M, R409K, E419Q, and V4221 by EU).

In one embodiment, the heavy chain constant region amino
acid sequence is a non-human constant region amino acid
sequence, and the heavy chain constant region amino acid
sequence comprises one or more of any of the types of modi-
fications described above.

In one embodiment, the heavy chain constant region nucle-
otide sequence is a human heavy chain constant region amino
acid sequence, and the human heavy chain constant region
amino acid sequence comprises one or more of any of the
types of modifications described above.

In one embodiment, all or substantially all endogenous V,,
D, and J; gene segments are deleted from an immunoglobulin
heavy chain locus or rendered non-functional (e.g., via inser-
tion of a nucleotide sequence, e.g., an exogenous nucleotide
sequence, in the immunoglobulin locus or via non-functional
rearrangement, or inversion, of the endogenous V, D, J,,
segments). In one embodiment, e.g., about 80% or more,
about 85% or more, about 90% or more, about 95% or more,
about 96% or more, about 97% or more, about 98% or more,
or about 99% or more of all endogenous V,, D, or J,; gene
segments are deleted or rendered non-functional. In one
embodiment, e.g., at least 95%, 96%, 97%, 98%, or 99% of
endogenous functional V, D, or J gene segments are deleted or
rendered non-functional.

In one embodiment, the genetically modified locus com-
prises a modification that deletes or renders non-functional all
or substantially all endogenous V, D, and J;, gene segments;
and the genomic locus comprises a genetically modified,
unrearranged human heavy chain variable region nucleotide
sequence comprising a substitution of at least one endog-
enous non-histidine codon with a histidine codon in at least
one reading frame. In one embodiment, the genetically modi-
fied, unrearranged immunoglobulin heavy chain variable
gene sequence is present at an endogenous location (i.e.,
where the nucleotide sequence is located in a wild-type non-
human animal) or present ectopically (e.g., at alocus different
from the endogenous immunoglobulin chain locus in its
genome), or within its endogenous locus, e.g., within an
immunoglobulin variable locus, wherein the endogenous
locus is placed or moved to a different location in the genome.

In one embodiment, the genetically modified locus com-
prises an endogenous Adaméa gene, Adam6b gene, or both,
and the genetic modification does not affect the expression
and/or function of the endogenous Adamé6a gene, Adam6b
gene, or both.

In one embodiment, the genetically modified locus com-
prises an ectopically present Adaméa gene, Adam6b gene, or
both. In one embodiment, the Adam6a gene is a non-human
Adamo6a gene. In one embodiment, the Adam6a gene is a
mouse Adamoéa gene. In one embodiment, the Adam6a gene
is a human Adam6a gene. In one embodiment, the Adam6b
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gene is a non-human Adamé6b gene. In one embodiment, the
Adamo6b gene is a mouse Adam6b gene. In one embodiment,
the Adam6b gene is a human Adam6b gene.

In one embodiment, the genetically modified immunoglo-
bulin locus further comprises a humanized, unrearranged A
and/or k light chain variable gene sequence. In one embodi-
ment, the humanized, unrearranged A and/or k light chain
variable gene sequence is operably linked to an immunoglo-
bulin light chain constant region nucleotide sequence
selected from a A light chain constant region nucleotide
sequence and a ¥ light chain constant region nucleotide
sequence. In one embodiment, the humanized, unrearranged
A light chain variable region nucleotide sequence is operably
linked to a A light chain constant region nucleotide sequence.
In one embodiment, the A light chain constant region nucle-
otide sequence is a mouse, rat, or human sequence. In one
embodiment, the humanized, unrearranged « light chain vari-
able region nucleotide sequence is operably linked to a i light
chain constant region nucleotide sequence. In one embodi-
ment, the k light chain constant region nucleotide sequence is
a mouse, rat, or human sequence.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an unrearranged light chain variable
gene sequence that contains at least one modification that
introduces at least one histidine codon in at least one reading
frame encoding a light chain variable domain. In one embodi-
ment, the genetically modified immunoglobulin locus com-
prises a rearranged (e.g., a rearranged A or K V/J sequence)
sequence that comprises one, two, three, or four codons for
histidine in a light chain CDR. In one embodiment, the CDR
is a selected from a CDR1, CDR2, CDR3, and a combination
thereof. In one embodiment, the unrearranged or rearranged
light chain variable region nucleotide sequence is an unrear-
ranged or rearranged human A or x light chain variable region
nucleotide sequence. In one embodiment, the unrearranged or
rearranged human A or x light chain variable region nucle-
otide sequence is present at an endogenous mouse immuno-
globulin light chain locus. In one embodiment, the mouse
immunoglobulin light chain locus is a mouse K locus. In one
embodiment the mouse immunoglobulin light chain locus is
a mouse A locus.

In one embodiment, the genetically modified immunoglo-
bulin locus as described herein is present in an immunoglo-
bulin heavy chain locus of a mouse. In one embodiment, the
genetically modified immunoglobulin locus is present in a
humanized immunoglobulin heavy chain locus in a VELOCI-
MMUNE® mouse.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein exhibits a weaker antigen binding at an
acidic environment (e.g., at a pH of about 5.5 to about 6.0)
than a corresponding wild-type heavy chain variable domain
without the genetic modification described herein.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
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described herein has a dissociative half-life (t, ,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t, ,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein has
at least about 2-fold, at least about 3-fold, at least about
4-fold, at least about 5-fold, at least about 10-fold, at least
about 15-fold, at least about 20-fold, at least about 25-fold, or
atleast about 30-fold decrease in dissociative half-life (t, ,) at
an acidic pH (e.g., pH of about 5.5 to about 6.0) as compared
to the dissociative half-life (t, ,) of the antigen-binding pro-
tein at a neutral pH (e.g., pH of about 7.0 to about 7.4).

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein is
characterized by improved pH-dependent recyclability,
enhanced serum half-life, or both as compared with a wild-
type antigen-binding protein without the genetic modifica-
tion.

In one embodiment, the genetically modified immunoglo-
bulin locus described herein comprises a B cell population
that, upon stimulation with an antigen of interest, is capable of
producing antigen-binding proteins, e.g., antibodies, com-
prising a heavy chain variable domain comprising one or
more histidine residues. The antigen-binding proteins, which
are produced by the genetically modified immunoglobulin
locus described herein, when administered into a subject,
exhibits an increased serum half-life over a corresponding
wild-type antigen-binding protein, which possesses a similar
or sufficiently similar amino acid sequence that encodes the
heavy chain variable domain but does not comprise a histidine
residue in the heavy chain variable domain. In some embodi-
ments, the antigen-binding protein described herein exhibits
an increased serum half-life that is at least about 2-fold, at
least about 5-fold, at least about 10-fold, at least about
15-fold, at least about 20-fold higher than the corresponding
wild-type antigen-binding protein, which possesses a similar
or sufficiently similar amino acid sequence that encodes the
heavy chain variable domain but does not comprise a histidine
residue in the heavy chain variable domain.

In one aspect, a genetically modified immunoglobulin
locus of a non-human animal comprising a human V, D, and
J,; gene segment is provided, wherein at least one human D
gene segment has been inverted 5' to 3' with respect to a
corresponding wild-type sequence, and wherein at least one
reading frame of the inverted human D gene segment com-
prises one ore more histidine codon.

In one embodiment, the non-human animal is a mammal,
including a rodent, e.g., a mouse, a rat, or a hamster

In one embodiment, the genetically modified immunoglo-
bulin locus is present in a germline genome.

In one embodiment, the genetically modified immunoglo-
bulin locus encodes an immunoglobulin heavy chain variable
domain comprising one or more, 2 or more, 3 or more, 4 or
more, 5 or more, 6 or more, 7 or more, 8 or more, 9 or more,
10 or more, 11 or more, 12 or more, 13 or more, 14 or more,
15 or more, 16 or more, 17 or more, 18 or more, 19 or more,
20 or more, 21 or more, 22 or more, 23 or more, 24 or more,
25 or more, 26 or more, 27 or more, 28 or more, 29 or more,
30 ormore, 31 or more, 32 or more, 33 or more, or 34 or more
of histidine residues.
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In one embodiment, at least two, at least three, at least four,
at least five, at least six, at least seven, at least eight, at least
nine, at least ten, at least eleven, at least twelve, at least
thirteen, at least fourteen, at least fifteen, at least sixteen, at
least seventeen, at least eighteen, at least nineteen, at least
twenty, at least twenty one, at least twenty two, at least twenty
three, at least twenty four, or all or substantially all of func-
tional human D gene segments have inverted orientation with
respect to corresponding wild type sequences.

In one embodiment, all or substantially all of endogenous
immunoglobulin V, D, J;, gene segments are deleted from
the immunoglobulin heavy chain locus or rendered non-func-
tional (e.g., via insertion of a nucleotide sequence, e.g., exog-
enous nucleotide sequence, in the immunoglobulin locus or
via non-functional rearrangement or inversion of all, or sub-
stantially all, endogenous immunoglobulin V, D, I, seg-
ments), and the genetically modified immunoglobulin locus
comprises a human V, D, and I, gene segments, wherein at
least one human D gene segment is present in an inverted
orientation with respect to a corresponding wild type
sequence, and wherein at least one reading frame in the
inverted human D gene segment comprises at least one histi-
dine codon.

In one embodiment, the inverted human D gene segment is
operably linked to a human V,, gene segment, and/or human
J 7 gene segment

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is selected from the group consisting of
D1-1,D1-7,D1-20,D1-26,D2-2,D2-8,D2-15,D2-21,D3-3,
D3-9, D3-10, D3-16, D3-22, D4-4, D4-11, D4-17, D4-23,
D5-5, D5-12, D5-18, D5-24, D6-6, D6-13, D6-19, D7-27,
and a combination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is a D1 gene segment selected from the
group consisting of D1-1, D1-7, D1-20, D1-26, and a com-
bination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative a corresponding
wild type sequence is a D2 gene segment selected from the
group consisting of D2-2, D2-8, D2-15, D2-21, and a com-
bination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is a D3 gene segment selected from the
group consisting of D3-3, D3-9, D3-10, D3-16, D3-22, and a
combination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is a D4 gene segment selected from the
group consisting of D4-4, D4-11, D4-17, D4-23, and a com-
bination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is a D5 gene segment selected from the
group consisting of D5-5, D5-12, D5-18, D5-24, and a com-
bination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is a D6 gene segment selected from the
group consisting of D6-6, D6-13, D6-19, and a combination
thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is D7-27.
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In one embodiment, the reading frame of the human D gene
segment is selected from a stop reading frame, a hydrophilic
reading frame, and a hydrophobic reading frame, and at least
one reading frame of the inverted human D gene segment
comprises one or more histidine codon.

In one embodiment, the unrearranged heavy chain variable
region nucleotide sequence comprising the inverted human D
gene segment is operably linked to a human or non-human
heavy chain constant region nucleotide sequence that
encodes an immunoglobulin isotype selected from IgM, IgD,
IgG, IgE, and IgA.

In one embodiment, the unrearranged heavy chain variable
region nucleotide sequence comprising the inverted human D
gene segment is operably linked to a human or non-human
heavy chain constant region nucleotide sequence that
encodes an immunoglobulin isotype selected from IgM, IgD,
IgG, IgE, and IgA.

In one embodiment, the human unrearranged immunoglo-
bulin heavy chain variable region nucleotide sequence is
operably linked to a human or non-human heavy chain con-
stant region nucleotide sequence selected from a C,l, a
hinge, a C;2, a C43, and a combination thereof. In one
embodiment, the heavy chain constant region nucleotide
sequence comprises a C1, a hinge, a C,2, and a C3 (i.e.,
Cy1-hinge-C,2-C.3).

In one embodiment, a heavy chain constant region nucle-
otide sequence is present at an endogenous locus (i.e., where
the nucleotide sequence is located in a wild-type non-human
animal) or present ectopically (e.g., at a locus different from
the endogenous immunoglobulin chain locus in its genome),
or within its endogenous locus, e.g., within an immunoglo-
bulin variable locus, wherein the endogenous locus is placed
or moved to a different location in the genome.

In one embodiment, the heavy chain constant region nucle-
otide sequence comprises a modification in a C,2 or a C3,
wherein the modification increases the affinity of the heavy
chain constant region amino acid sequence to FcRn in an
acidic environment (e.g., in an endosome where pH ranges
from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a modification at position
250 (e.g., E or Q); 250 and 428 (e.g., L or F); 252 (e.g.,
L/Y/F/W orT), 254 (e.g.,SorT),and 256 (e.g., S/R/Q/E/D or
T); or a modification at position 428 and/or 433 (e.g., L/R/S/
P/Q or K) and/or 434 (e.g., H/F or Y); or a modification at
position 250 and/or 428; or a modification at position 307 or
308 (e.g., 308F, V308F), and 434. In one embodiment, the
modification comprises a 4281 (e.g., M428L) and 434S (e.g.,
N434S) modification; a 4281, 2591 (e.g., V259I), and 308F
(e.g., V308F) modification; a 433K (e.g., H433K) and a 434
(e.g., 434Y) modification; a 252, 254, and 256 (e.g., 252Y,
254T, and 256E) modification; a 250Q and 4281 modification
(e.g., T250Q and M4281); and a 307 and/or 308 modification
(e.g., 308F or 308P), wherein the modification increases the
affinity of the heavy chain constant region amino acid
sequence to FcRn in an acidic environment (e.g., in an endo-
some where pH ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C;,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 252 and 257, wherein the modification
increases the affinity of the human C2 amino acid sequence
to FcRn in an acidic environment (e.g., in an endosome where
pH ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C;,2 amino acid sequence
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comprising at least one modification between amino acid
residues at positions 307 and 311, wherein the modification
increases the affinity ofthe C,,2 amino acid sequence to FcRn
in an acidic environment (e.g., in an endosome where pH
ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C,3 amino acid sequence,
wherein the C,,3 amino acid sequence comprises at least one
modification between amino acid residues at positions 433
and 436, wherein the modification increases the affinity of the
C.3 amino acid sequence to FcRn in an acidic environment
(e.g., in an endosome where pH ranges from about 5.5 to
about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M428L, N434S, and a combination
thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M428L.,, V2591, V308F, and a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising an N434 A mutation.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M252Y, S254T, T256FE, and a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of T250Q, M248L, or both.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of H433K, N434Y, or both.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises: (1) a first allele, wherein the unrear-
ranged human immunoglobulin heavy chain variable region
nucleotide sequence as described herein is operably linked to
a first heavy chain constant region nucleotide sequence
encoding a first CH; amino acid sequence of a human IgG
selected from 1gG1, 1gG2, IgG4, and a combination thereof;
and (2) a second allele, wherein the unrearranged human
immunoglobulin heavy chain variable region nucleotide
sequence as described herein is operably linked to a second
heavy chain constant region nucleotide sequence encoding a
second C,3 amino acid sequence of the human IgG selected
from IgGl, IgG2, IgG4, and a combination thereof, and
wherein the second CH; amino acid sequence comprises a
modification that reduces or eliminates binding for the second
CH, amino acid sequence to Protein A (see, for example, US
2010/0331527A1, incorporated by reference herein in its
entirety).

In one embodiment, the second CH; amino acid sequence
comprises an H95R modification (by IMGT exon numbering;
H435R by EU numbering). In one embodiment the second
CH,; amino acid sequence further comprises an Y96F modi-
fication (by IMGT exon numbering; H436F by EU). In
another embodiment, the second CH; amino acid sequence
comprises both an H95R modification (by IMGT exon num-
bering; H435R by EU numbering) and an Y96F modification
(by IMGT exon numbering; H436F by EU).
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In one embodiment, the second CH; amino acid sequence
is from a modified human IgG1l and further comprises a
mutation selected from the group consisting of D16E, L18M,
N448S, K52N, V57M, and V821 (IMGT; D356E, L38M,
N3848S, K392N, V397M, and V4221 by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG2 and further comprises a
mutation selected from the group consisting of N44S, K52N,
and V821 (IMGT: N384S, K392N, and V4221 by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG4 and further comprises a
mutation selected from the group consisting of Q15R, N44S,
K52N, V57M, R69K, E79Q, and V821 (IMGT: Q355R,
N3848,K392N, V397M, R409K, E419Q, and V4221 by EU).

In one embodiment, the heavy chain constant region amino
acid sequence is a non-human constant region amino acid
sequence, and the heavy chain constant region amino acid
sequence comprises one or more of any of the types of modi-
fications described above.

In one embodiment, the heavy chain constant region nucle-
otide sequence is a human heavy chain constant region amino
acid sequence, and the human heavy chain constant region
amino acid sequence comprises one or more of any of the
types of modifications described above.

In one embodiment, all, or substantially all, endogenous
Vi, D, and J;; gene segments are deleted from an immuno-
globulin heavy chain locus or rendered non-functional (e.g.,
via insertion of a nucleotide sequence (e.g., an exogenous
nucleotide sequence) in the immunoglobulin locus or via
non-functional rearrangement, or inversion, of the endog-
enous V,, D, J,; segments). In one embodiment, e.g., about
80% or more, about 85% or more, about 90% or more, about
95% or more, about 96% or more, about 97% or more, about
98% or more, or about 99% or more of all endogenous V, D,
or J; gene segments are deleted or rendered non-functional.
In one embodiment, e.g., at least 95%, 96%, 97%, 98%, or
99% of endogenous functional V, D, or J gene segments are
deleted or rendered non-functional.

In one embodiment, the genetically modified immunoglo-
bulin heavy chain locus comprises a modification that deletes
or renders non-functional, all or substantially all, endogenous
V4, D, and T, gene segments; and the genetically modified
locus comprises an unrearranged heavy chain variable region
nucleotide sequence comprising at least one inverted human
D gene segment as described herein wherein the unrear-
ranged heavy chain variable region nucleotide sequence is
present at an endogenous location (i.e., where the nucleotide
sequence is located in a wild-type non-human animal) or
present ectopically (e.g., at a locus different from the endog-
enous immunoglobulin chain locus in its genome, or within
its endogenous locus, e.g., within an immunoglobulin vari-
able locus, wherein the endogenous locus is placed or moved
to a different location in the genome).

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an endogenous Adam6a gene, Adam6b
gene, or both, and the genetic modification does not affect the
expression and/or function of the endogenous Adamoéa gene,
Adam6b gene, or both.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an ectopically present Adamo6a gene,
Adam6b gene, or both. In one embodiment, the Adamé6a gene
is a non-human Adamé6a gene. In one embodiment, the
Adamo6a gene is a mouse Adamo6a gene. In one embodiment,
the Adam6a gene is a human Adam6a gene. In one embodi-
ment, the Adam6b gene is a non-human Adam6b gene. In one
embodiment, the Adam6b gene is a mouse Adamo6b gene. In
one embodiment, the Adam6b gene is ahuman Adam6b gene.
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In one embodiment, the genetically modified immunoglo-
bulin locus further comprises a humanized, unrearranged A
and/or k light chain variable gene sequence. In one embodi-
ment, the humanized, unrearranged A and/or k light chain
variable gene sequence is operably linked to an immunoglo-
bulin light chain constant region nucleotide sequence
selected from a A light chain constant region nucleotide
sequence and a ¥ light chain constant region nucleotide
sequence. In one embodiment, the humanized, unrearranged
A light chain variable region nucleotide sequence is operably
linked to a A light chain constant region nucleotide sequence.
In one embodiment, the A light chain constant region nucle-
otide sequence is a mouse, rat, or human sequence. In one
embodiment, the humanized, unrearranged « light chain vari-
able region nucleotide sequence is operably linked to a i light
chain constant region nucleotide sequence. In one embodi-
ment, the k light chain constant region nucleotide sequence is
a mouse, rat, or human sequence.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an unrearranged light chain variable
gene sequence that contains at least one modification that
introduces at least one histidine codon in at least one reading
frame encoding a light chain variable domain. In one embodi-
ment, the genetically modified immunoglobulin locus com-
prises a rearranged (e.g., a rearranged A or K V/J sequence)
sequence that comprises one, two, three, or four codons for
histidine in a light chain CDR. In one embodiment, the CDR
is a selected from a CDR1, CDR2, CDR3, and a combination
thereof. In one embodiment, the unrearranged or rearranged
light chain variable region nucleotide sequence is an unrear-
ranged or rearranged human A or x light chain variable region
nucleotide sequence. In one embodiment, the unrearranged or
rearranged human A or x light chain variable region nucle-
otide sequence is present at an endogenous mouse immuno-
globulin light chain locus. In one embodiment, the mouse
immunoglobulin light chain locus is a mouse K locus. In one
embodiment, the mouse immunoglobulin light chain locus is
amouse immunoglobulin light chain locus is a mouse A locus.

In one embodiment, the genetically modified immunoglo-
bulin locus as described herein is present in an immunoglo-
bulin heavy chain locus of a mouse. In one embodiment, the
genetically modified immunoglobulin locus is present in a
humanized immunoglobulin heavy chain locus in a VELOCI-
MMUNE® mouse.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein exhibits a weaker antigen binding at an
acidic environment (e.g., at a pH of about 5.5 to about 6.0)
than a corresponding wild-type heavy chain variable domain
without the genetic modification.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
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ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t, ,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein has
at least about 2-fold, at least about 3-fold, at least about
4-fold, at least about 5-fold, at least about 10-fold, at least
about 15-fold, at least about 20-fold, at least about 25-fold, or
atleast about 30-fold decrease in dissociative half-life (t, ,) at
an acidic pH (e.g., pH of about 5.5 to about 6.0) as compared
to the dissociative half-life (t, ,) of the antigen-binding pro-
tein at a neutral pH (e.g., pH of about 7.0 to about 7.4).

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein is
characterized by improved pH-dependent recyclability,
enhanced serum half-life, or both as compared with a wild-
type antigen-binding protein without the genetic modifica-
tion.

In one embodiment, the genetically modified immunoglo-
bulin locus described herein comprises a B cell population
that, upon stimulation with an antigen of interest, is capable of
producing antigen-binding proteins, e.g., antibodies, com-
prising a heavy chain variable domain comprising one or
more histidine residues. The antigen-binding proteins as
described herein when administered into a subject, exhibits
an increased serum half-life over a corresponding wild-type
antigen-binding protein, which possesses a similar or suffi-
ciently similar amino acid sequence that encodes the heavy
chain variable domain but does not comprise a histidine resi-
due in the heavy chain variable domain. In some embodi-
ments, the antigen-binding protein described herein exhibits
an increased serum half-life that is at least about 2-fold, at
least about 5-fold, at least about 10-fold, at least about
15-fold, at least about 20-fold higher than the corresponding
wild-type antigen-binding protein, which possesses a similar
or sufficiently similar amino acid sequence that encodes the
heavy chain variable domain but does not comprise a histidine
residue in the heavy chain variable domain.

In one aspect, a non-human animal is provided comprising
in its germline genome a genetically modified immunoglo-
bulin locus comprising an unrearranged human heavy chain
variable region nucleotide sequence, wherein the unrear-
ranged heavy chain variable region nucleotide sequence com-
prises an addition of least one histidine codon or a substitution
of at least one endogenous non-histidine codon with a histi-
dine codon.

In one embodiment, the non-human animal is a mammal,
including a rodent, e.g., a mouse, a rat, or a hamster.

In one embodiment, the added or substituted histidine
codon is present in an immunoglobulin heavy chain gene
segment selected from a human V, gene segment, a human D
gene segment, a human J,, gene segment, and a combination
thereof. In one embodiment, the immunoglobulin heavy
chain gene segment is selected from a human germline V,
gene segment, a human germline D gene segment, a human
germline J,, gene segment, and a combination thereof.

In one embodiment, the human V, gene segment is
selected from the group consisting of V,1-2, V,1-3, V1-8,
Vi 1-18,V,1-24,V ,1-45,V ,1-46,V ,1-58,V ,1-69,V ,2-5,
V2-26,V 270,V ,,3-7,V,,3-9, V,3-11, V,;3-13, V,,3-15,
V3-16,V,3-20,V,,3-21,V,,3-23,V,;3-30, V,;3-30-3, V,,3-
30-5, V,3-33, V;3-35, V,3-38, V,,3-43, V,,3-48, V,,3-49,
V3-53,V,3-64,V,3-66,V;3-72,V ,;3-73,V ,3-74,V A4,
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VA28, V,A-30-1, V,4-30-2, V,4-30-4, V,4-31, V ,4-
V. A-39,VA-59,VA-61,V55-51,V46-1,V,7-4-1,V,,7-
and a combination thereof.

In one embodiment, the human D gene segment is selected
from the group consisting of D1-1, D1-7, D1-14, D1-20,
D1-26, D2-2, D2-8, D2-15, D2-21, D3-3, D3-9, D3-10,
D3-16, D3-22, D4-4, D4-11, D4-17, D4-23, D5-12, DS-5,
D5-18, D5-24, D6-6, D6-13, D6-19, D6-25, D7-27, and a
combination thereof.

In one embodiment, the human J,, gene segment is selected
from the group consisting of I, 1,1,,2,J,3,1,4,1,5,J,6,and
a combination thereof.

In one embodiment, the added or substituted histidine
codon is present in the unrearranged heavy chain variable
region nucleotide sequence encoding an N-terminal region, a
loop 4 region, a CDR1, a CDR2, a CDR3, or a combination
thereof.

In one embodiment, the unrearranged heavy chain variable
region nucleotide sequence comprises 2 or more, 3 or more, 4
ormore, S ormore, 6 or more, 7 or more, 8 or more, 9 or more,
10 or more, 11 or more, 12 or more, 13 or more, 14 or more,
15 or more, 16 or more, 17 or more, 18 or more, 19 or more,
20 or more, 21 or more, 22 or more, 23 or more, 24 or more,
or 25 ormore, 26 or more, 27 or more, 28 or more, 29 or more,
30 ormore, 31 or more, 32 or more, 33 or more, 34 or more 35
or more, 36 or more, 37 or more, 38 or more, 39 or more, 40
or more, 41 or more, 42 or more, 43 or more, 44 or more, 45
or more, 46 or more, 47 or more, 48 or more, 49 or more, 50
or more, 51 or more, 52 or more, 53 or more, 54 or more, 55
or more, 56 or more, 57 or more, 58 or more, 59 or more, 60
or more, or 61 or more of histidine codons.

In one embodiment, the unrearranged heavy chain variable
region nucleotide sequence comprising the inverted human D
gene segment is operably linked to a human or non-human
heavy chain constant region nucleotide sequence that
encodes an immunoglobulin isotype selected from IgM, IgD,
1gG, IgE, and IgA.

In one embodiment, the human unrearranged immunoglo-
bulin heavy chain variable region nucleotide sequence is
operably linked to a human or non-human heavy chain con-
stant region nucleotide sequence selected from a Cpl, a
hinge, a C,2, a C,3, and a combination thereof. In one
embodiment, the heavy chain constant region nucleotide
sequence comprises a C1, a hinge, a C,2, and a C3 (i.e.,
Cy1-hinge-C,2-C,3).

In one embodiment, a heavy chain constant region nucle-
otide sequence is present at an endogenous locus (i.e., where
the nucleotide sequence is located in a wild-type non-human
animal) or present ectopically (e.g., at a locus different from
the endogenous immunoglobulin chain locus in its genome),
or within its endogenous locus, e.g., within an immunoglo-
bulin variable locus, wherein the endogenous locus is placed
or moved to a different location in the genome.

In one embodiment, the heavy chain constant region nucle-
otide sequence comprises a modification in a C,2 or a C,3,
wherein the modification increases the affinity of the heavy
chain constant region amino acid sequence to FcRn in an
acidic environment (e.g., in an endosome where pH ranges
from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a modification at position
250 (e.g., E or Q); 250 and 428 (e.g., L or F); 252 (e.g.,
L/Y/F/W orT), 254 (e.g.,SorT),and 256 (e.g., S/R/Q/E/D or
T); or a modification at position 428 and/or 433 (e.g., L/R/S/
P/Q or K) and/or 434 (e.g., H/F or Y); or a modification at
position 250 and/or 428; or a modification at position 307 or



US 9,301,510 B2

25

308 (e.g., 308F, V308F), and 434. In one embodiment, the
modification comprises a 4281 (e.g., M428L) and 434S (e.g.,
N434S) modification; a 4281, 2591 (e.g., V259I), and 308F
(e.g., V308F) modification; a 433K (e.g., H433K) and a 434
(e.g., 434Y) modification; a 252, 254, and 256 (e.g., 252Y,
254T, and 256E) modification; a 250Q and 4281 modification
(e.g., T250Q and M4281); and a 307 and/or 308 modification
(e.g., 308F or 308P), wherein the modification increases the
affinity of the heavy chain constant region amino acid
sequence to FcRn in an acidic environment (e.g., in an endo-
some where pH ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C;,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 252 and 257, wherein the modification
increases the affinity of the human C2 amino acid sequence
to FcRn in an acidic environment (e.g., in an endosome where
pH ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C;,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 307 and 311, wherein the modification
increases the affinity of the C,2 amino acid sequence to FcRn
in an acidic environment (e.g., in an endosome where pH
ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C,3 amino acid sequence,
wherein the C,3 amino acid sequence comprises at least one
modification between amino acid residues at positions 433
and 436, wherein the modification increases the affinity of the
C.3 amino acid sequence to FcRn in an acidic environment
(e.g., in an endosome where pH ranges from about 5.5 to
about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M428L, N434S, and a combination
thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M428L., V2591, V308F, and a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising an N434 A mutation.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M252Y, S254T, T256E, and a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of T250Q, M248L, or both.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of H433K, N434Y, or both.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises: (1) a first allele, wherein the unrear-
ranged human immunoglobulin heavy chain variable region
nucleotide sequence as described herein is operably linked to
a first heavy chain constant region nucleotide sequence
encoding a first CH; amino acid sequence of a human IgG
selected from 1gG1, IgG2, IgG4, and a combination thereof;
and (2) a second allele, wherein the unrearranged human
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immunoglobulin heavy chain variable region nucleotide
sequence as described herein is operably linked to a second
heavy chain constant region nucleotide sequence encoding a
second C,3 amino acid sequence of the human IgG selected
from IgGl, IgG2, IgG4, and a combination thereof, and
wherein the second CH; amino acid sequence comprises a
modification that reduces or eliminates binding for the second
CH,; amino acid sequence to Protein A (see, for example, US
2010/0331527A1, which is incorporated by reference herein
in its entirety).

In one embodiment, the second CH; amino acid sequence
comprises an H95R modification (by IMGT exon numbering;
H435R by EU numbering). In one embodiment the second
CH; amino acid sequence further comprises an Y96F modi-
fication (by IMGT exon numbering; H436F by EU). In
another embodiment, the second CH; amino acid sequence
comprises both an H95R modification (by IMGT exon num-
bering; H435R by EU numbering) and an Y96F modification
(by IMGT exon numbering; H436F by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG1l and further comprises a
mutation selected from the group consisting of D16E, L18M,
N44S, K52N, V57M, and V821 (IMGT; D356E, L38M,
N3848S, K392N, V397M, and V4221 by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG2 and further comprises a
mutation selected from the group consisting of N44S, K52N,
and V821 (IMGT: N384S, K392N, and V4221 by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG4 and further comprises a
mutation selected from the group consisting of Q15R, N44S,
K52N, V57M, R69K, E79Q, and V821 (IMGT: Q355R,
N3848S,K392N,V397M, R409K, E419Q, and V4221 by EU).

In one embodiment, the heavy chain constant region amino
acid sequence is a non-human constant region amino acid
sequence, and the heavy chain constant region amino acid
sequence comprises one or more of any of the types of modi-
fications described above.

In one embodiment, the heavy chain constant region nucle-
otide sequence is a human heavy chain constant region amino
acid sequence, and the human heavy chain constant region
amino acid sequence comprises one or more of any of the
types of modifications described above.

In one embodiment, all or substantially all endogenous V,
D, and J; gene segments are deleted from an immunoglobulin
heavy chain locus or rendered non-functional (e.g., via inser-
tion of a nucleotide sequence (e.g., an exogenous nucleotide
sequence) in the immunoglobulin locus or via non-functional
rearrangement, or inversion, of the endogenous V, D, J,,
segments). In one embodiment, e.g., about 80% or more,
about 85% or more, about 90% or more, about 95% or more,
about 96% or more, about 97% or more, about 98% or more,
or about 99% or more of all endogenous V,, D, or J; gene
segments are deleted or rendered non-functional. In one
embodiment, e.g., at least 95%, 96%, 97%, 98%, or 99% of
endogenous functional V, D, or J gene segments are deleted or
rendered non-functional.

In one embodiment, the genetically modified immunoglo-
bulin heavy chain locus comprises a modification that deletes
orrenders, all or substantially all, non-functional endogenous
V4, D, and J, gene segments; and the genetically modified
locus comprises an unrearranged heavy chain variable region
nucleotide sequence comprising one or more human V, D,
and/or J ;; gene segments having one or more histidine codons,
wherein the unrearranged heavy chain variable region nucle-
otide sequence is present at an endogenous location (i.e.,
where the nucleotide sequence is located in a wild-type non-
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human animal) or present ectopically (e.g., at alocus different
from the endogenous immunoglobulin chain locus in its
genome, or within its endogenous locus, e.g., within an
immunoglobulin variable locus, wherein the endogenous
locus is placed or moved to a different location in the
genome).

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an endogenous Adam6a gene, Adam6b
gene, or both, and the genetic modification does not affect the
expression and/or function of the endogenous Adamoéa gene,
Adam6b gene, or both.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an ectopically present Adamo6a gene,
Adam6b gene, or both. In one embodiment, the Adamé6a gene
is a non-human Adamé6a gene. In one embodiment, the
Adamo6a gene is a human Adam6a gene. In one embodiment,
the Adam6b gene is a non-human Adamé6b gene. In one
embodiment, the Adam6b gene is a human Adam6b gene.

In one embodiment, the genetically modified immunoglo-
bulin locus further comprises a humanized, unrearranged A
and/or k light chain variable gene sequence. In one embodi-
ment, the humanized, unrearranged A and/or x light chain
variable gene sequence is operably linked to an immunoglo-
bulin light chain constant region nucleotide sequence
selected from a A light chain constant region nucleotide
sequence and a ¥ light chain constant region nucleotide
sequence. In one embodiment, the humanized, unrearranged
A light chain variable region nucleotide sequence is operably
linked to a A light chain constant region nucleotide sequence.
In one embodiment, the A light chain constant region nucle-
otide sequence is a mouse, rat, or human sequence. In one
embodiment, the humanized, unrearranged K light chain vari-
able region nucleotide sequence is operably linked to a i light
chain constant region nucleotide sequence. In one embodi-
ment, the k light chain constant region nucleotide sequence is
a mouse, rat, or human sequence.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an unrearranged light chain variable
gene sequence that contains at least one modification that
introduces at least one histidine codon in at least one reading
frame encoding a light chain variable domain. In one embodi-
ment, the genetically modified immunoglobulin locus com-
prises a rearranged (e.g., a rearranged A or K V/J sequence)
sequence that comprises one, two, three, or four codons for
histidine in a light chain CDR. In one embodiment, the CDR
is a selected from a CDR1, CDR2, CDR3, and a combination
thereof. In one embodiment, the unrearranged or rearranged
light chain variable region nucleotide sequence is an unrear-
ranged or rearranged human A or k light chain variable region
nucleotide sequence. In one embodiment, the unrearranged or
rearranged human A or x light chain variable region nucle-
otide sequence is present at an endogenous mouse immuno-
globulin light chain locus. In one embodiment, the mouse
immunoglobulin light chain locus is a mouse K locus. In one
embodiment, the mouse immunoglobulin light chain locus is
a mouse A locus.

In one embodiment, the genetically modified immunoglo-
bulin locus as described herein is present in an immunoglo-
bulin heavy chain locus of a mouse. In one embodiment, the
genetically modified immunoglobulin locus is present in a
humanized immunoglobulin heavy chain locus in a VELOCI-
MMUNE® mouse.

In one embodiment, the non-human animal is heterozy-
gous for the genetically modified immunoglobulin heavy
chain locus, and the non-human animal is capable of express-
ing a human immunoglobulin heavy chain variable domain
comprising at least one histidine residue derived predomi-
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nantly from the genetically modified immunoglobulin heavy
chain locus as described herein.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein exhibits a weaker antigen binding at an
acidic environment (e.g., at a pH of about 5.5 to about 6.0)
than a corresponding wild-type heavy chain variable domain
without the genetic modification.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein has
at least about 2-fold, at least about 3-fold, at least about
4-fold, at least about 5-fold, at least about 10-fold, at least
about 15-fold, at least about 20-fold, at least about 25-fold, or
atleast about 30-fold decrease in dissociative half-life (t, ;) at
an acidic pH (e.g., pH of about 5.5 to about 6.0) as compared
to the dissociative half-life (t, ,) of the antigen-binding pro-
tein at a neutral pH (e.g., pH of about 7.0 to about 7.4).

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein is
characterized by improved pH-dependent recyclability,
enhanced serum half-life, or both as compared with a wild-
type antigen-binding protein without the genetic modifica-
tion.

In one embodiment, the genetically modified immunoglo-
bulin locus described herein comprises a B cell population
that, upon stimulation with an antigen of interest, is capable of
producing antigen-binding proteins, e.g., antibodies, com-
prising a heavy chain variable domain comprising one or
more histidine residues. The antigen-binding proteins as
described herein when administered into a subject, exhibits
an increased serum half-life over a corresponding wild-type
antigen-binding protein, which possesses a similar or suffi-
ciently similar amino acid sequence that encodes the heavy
chain variable domain but does not comprise a histidine resi-
due in the heavy chain variable domain. In some embodi-
ments, the antigen-binding protein described herein exhibits
an increased serum half-life that is at least about 2-fold, at
least about 5-fold, at least about 10-fold, at least about
15-fold, at least about 20-fold higher than the corresponding
wild-type antigen-binding protein, which possesses a similar
or sufficiently similar amino acid sequence that encodes the
heavy chain variable domain but does not comprise a histidine
residue in the heavy chain variable domain.
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In one aspect, a non-human animal comprising a geneti-
cally modified immunoglobulin locus is provided, wherein
the genetically modified immunoglobulin locus comprises an
unrearranged human heavy chain variable region nucleotide
sequence, and wherein the human unrearranged heavy chain
variable region nucleotide sequence comprises a substitution
of at least one endogenous non-histidine codon with a histi-
dine codon.

In one embodiment, the non-human animal is a mammal,
including a rodent, e.g., a mouse, a rat, or a hamster.

In one embodiment, 2 or more, 3 or more, 4 or more, 5 or
more, 6 or more, 7 or more, 8§ or more, 9 or more, 10 or more,
11 or more, 12 or more, 13 or more, 14 or more, 15 or more,
16 or more, 17 or more, 18 or more, 19 or more, 20 or more,
21 or more, 22 or more, 23 or more, 24 or more, 25 or more,
26 or more, 27 or more, 28 or more, 29 or more, 30 or more,
31 or more, 32 or more, 33 or more, 34 or more, 35 or more,
36 or more, 37 or more, 38 or more, 39 or more, 40 or more,
41 or more, 42 or more, 43 or more, 44 or more, 45 or more,
46 or more, 47 or more, 48 or more, 49 or more, 50 or more,
51 or more, 52 or more, 53 or more, 54 or more, 55 or more,
56 or more, 57 or more, 58 or more, 59 or more, 60 or more,
or 61 or more of the endogenous non-histidine codons are
replaced with histidine codons.

In one embodiment, the endogenous non-histone codon
encodes the amino acid selected fromY, N, D, Q, S, W, and R.

In one embodiment, the substituted histidine codon is
present in an unrearranged heavy chain variable region nucle-
otide sequence that encodes an immunoglobulin variable
domain selected from an N-terminal region, a loop 4 region,
a CDR1, a CDR2, a CDR3, a combination thereof.

In one embodiment, the substituted histidine codon is
present in an unrearranged heavy chain variable region nucle-
otide sequence that encodes a complementary determining
region (CDR) selected from a CDR1, a CDR2, a CDR3, and
a combination thereof.

In one embodiment, the substituted histidine codon is
present in an unrearranged heavy chain variable region nucle-
otide sequence that encodes a frame region (FR) selected
from FR1, FR2, FR3, FR4, and a combination thereof.

In one embodiment, the unrearranged heavy chain variable
region nucleotide sequence comprises a genetically modified
human V, gene segment, wherein one or more endogenous
non-histidine codon in at least one reading frame of the
human V,, gene segment has been replaced with a histidine
codon.

In one embodiment, the human unrearranged heavy chain
variable region nucleotide sequence comprises a modifica-
tion that replaces at least one endogenous non-histidine
codon of a human V,, gene segment with a histidine codon,
wherein the human V,, gene segment is selected from the
group consisting of V;1-2, V,1-3, V,1-8, V;1-18, V,1-24,
V1-45,V41-46,V1-58,V ;1-69,V,2-5,V ;2-26,V ;2-70,
V3-7,V3-9, V,3-11, V,;3-13, V,,3-15, V53-16, V543-20,
V3-21, V;3-23, V3-30, V;3-30-3, V,3-30-5, V3-33,
V,3-35,V,,3-38, V,3-43, V;3-48, V;3-49, V;3-53, V,;3-
64,V 43-66,V53-72,V,,3-73,V;3-74,V,4-4,V ,4-28,V A-
30-1, V,A4-30-2, V,A4-30-4, V,,4-31, V,4-34, V439,V 4-
59, VA-61, V,5-51, V,6-1, V,7-4-1, V,7-81, and a
combination thereof.

In one embodiment, the human unrearranged heavy chain
variable region nucleotide sequence comprises a genetically
modified human J,, gene segment, wherein one or more
endogenous non-histidine codon in at least one reading frame
of the human J,, gene segment has been replaced with a
histidine codon.
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In one embodiment, the human unrearranged heavy chain
variable region nucleotide sequence comprises a modifica-
tion that replaces at least one endogenous non-histidine
codon ofa human J; segment with a histidine codon, wherein
the human J, gene segment is selected from the group con-
sisting of J;1, J;2, I3, T4, IS, 1,6, and a combination
thereof.

In one embodiment, the substituted histidine codon is
present in a heavy chain variable region nucleotide sequence
that encodes part of a CDR3. In one embodiment, the part of
CDR3 comprises an amino acid sequence derived from a
reading frame of a genetically modified human D gene seg-
ment comprising a modification that replaces at least one
endogenous non-histidine codon in the reading frame with a
histidine codon.

In one embodiment, the endogenous non-histidine codon
that is substituted with a histidine codon encodes the amino
acid selected from Y, N, D, Q, S, W, and R.

In one embodiment, the substituted histidine codon is
present in at least one reading frame of the human D gene
segment that is most frequently observed in VELOCIM-
MUNE® humanized immunoglobulin mice.

In one embodiment, the reading frame of the genetically
modified human D gene segment that encodes part of CDR3
is selected from a hydrophobic frame, a stop frame, and a
hydrophilic frame.

In one embodiment, the reading frame is a hydrophobic
frame of a human D gene segment.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D1-1 (GTTGT; SEQ ID NO: 88), D1-7 (GITGT; SEQ ID
NO: 89), D1-20 (GITGT; SEQID NO: 89), and D1-26 (GIV-
GAT; SEQID NO:90), and the human D gene segment further
comprises a modification that replaces at least one endog-
enous non-histidine codon in the nucleotide sequence with a
histidine codon.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D2-2 (DIVVVPAAI; SEQ ID NO:92), D2-8 (DIVLM-
VYAIL SEQ ID NO: 94), D2-15 (DIVVVVAAT; SEQ ID
NO:95), and D2-21 (HIVVVTALI,; SEQ ID NO: 97), and the
human D gene segment further comprises a modification that
replaces at least one endogenous non-histidine codon in the
nucleotide sequence with a histidine codon.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D3-3 (ITIFGVVII; SEQ ID NO:98), D3-9 (ITIF*LVII,
SEQ ID NO:99, SEQ ID NO:100), D3-10 ITMVRGVII;
SEQIDNO:101), D3-16 AIMITFGGVIVI;, SEQIDNO:102),
and D3-22 (ITMIVVVIT; SEQ ID NO:103), and the human
D gene segment further comprises a modification that
replaces at least one endogenous codon in the nucleotide
sequence with a histidine codon.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D4-4 (TTVT; SEQ ID NO:105), D4-11 (TTVT, SEQ ID
NO:105), D4-17 (TTVT,; SEQ ID NO:105), D4-23 (TTVVT,
SEQ ID NO: 106) and the human D gene segment further
comprises a modification that replaces at least one endog-
enous non-histidine codon in the nucleotide sequence with a
histidine codon.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
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the amino acid sequence selected from the group consisting
of D5-5 (VDTAMYV; SEQ ID NO: 107), D5-12 (VDIVATI,
SEQ ID NO:108), D5-18 (VDTAMYV;, SEQ ID NO:107), and
D5-24 (VEMATI; SEQ ID NO:109), and the human D gene
segment further comprises a modification that replaces at
least one endogenous non-histidine codon in the nucleotide
sequence with a histidine codon.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D6-6 (STAAR; SEQ ID NO:111), D6-13 (GIAAAG; SEQ
IDNO:113),and D6-19 (GIAVAG; SEQIDNO:115), and the
human D gene segment further comprises a modification that
replaces at least one endogenous non-histidine codon in the
nucleotide sequence with a histidine codon.

In one embodiment, the hydrophobic frame comprises a
nucleotide sequence that encodes human D7-27 (LTG), and
the human D gene segment further comprises a modification
that replaces at least one endogenous non-histidine codon in
the nucleotide sequence with a histidine codon.

In one embodiment, the reading frame is a stop reading
frame of a human D gene segment.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D1-1 (VQLER; SEQ ID NO:8), D1-7 (V*LEL), D1-20
(V¥LER), DI1-26 (V¥*WELL; SEQ ID NO:12), and the
human D gene segment further comprises a modification that
replaces at least one endogenous non-histidine codon in the
nucleotide sequence with a histidine codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D2-2 (RIL**YQLLY; SEQ ID NO:14), D2-8
(RILY*WCMLY; SEQ ID NO:16 and SEQ ID NO: 17),
D2-15 (RIL¥*WW#*LLL), and D2-21 (SILWW*LLF; SEQ ID
NO:19), and the human D gene segment further comprises a
modification that replaces at least one endogenous non-histi-
dine codon in the nucleotide sequence with a histidine codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D3-3 (VLRFLEWLLY; SEQIDNO:21),D3-9 (VLRYFD-
WLL*; SEQ ID NO:23), D3-10 (VLLWFGELL*; SEQ ID
NO:25), D3-16 (VL*LRLGELSLY; SEQ ID NO:27), and
D3-22 (VLL***WLLL; SEQ ID NO:29), and the human D
gene segment comprises a modification that replaces at least
one endogenous non-histidine codon in the nucleotide
sequence with a histidine codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D4-4 (*LQ*L), D4-11 (*LQ*L), D4-17 (*LR*L), and
D4-23 (*LRW*L), and the human D gene segment comprises
a modification that replaces at least one endogenous non-
histidine codon in the nucleotide sequence with a histidine
codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D5-5 (WIQLWL; SEQ ID NO:35); D5-12 (WI*WLRL,;
SEQ ID NO:37), D5-18 (WIQLWL; SEQ ID NO:35), and
D5-24 (*RWLQL; SEQ ID NO:39), and the human D gene
segment comprises a modification that replaces at least one
endogenous non-histidine codon in the nucleotide sequence
with a histidine codon.
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In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D6-6 (V*QLV), D6-13 (V*QQLV; SEQ ID NO:41), and
D6-19 (V¥QWLYV; SEQ ID NO:43), and the human D gene
segment further comprises a modification that replaces at
least one endogenous non-histidine codon in the nucleotide
sequence with a histidine codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
D7-27 (*LG), and the human D gene segment further com-
prises a modification that replaces at least one endogenous
codon of the human D gene segment in the nucleotide
sequence with a histidine codon.

In one embodiment, the reading frame is a hydrophilic
frame of a human D gene segment.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D1-1 (YNWND; SEQ ID NO: 45), D1-7 (YNWNY; SEQ
ID NO: 47), D1-20 (YNWND; SEQ ID NO: 45), and D1-26
(YSGSYY; SEQ ID NO:49), and the human D gene segment
further comprises a modification that replaces at least one
endogenous codon in the nucleotide sequence with a histidine
codon. In one embodiment, the hydrophilic frame comprises
a nucleotide sequence that encodes the amino acid sequence
selected from the group consisting of SEQ ID NO: 46, SEQ
ID NO: 48, SEQ ID NO: 50, and a combination thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D2-2 (GYCSSTSCYT; SEQ ID NO:51), D2-8 (GYCT-
NGVCYT; SEQ ID NO: 53), D2-15 (GYCSGGSCYS; SEQ
IDNO:55), and D2-21 (AYCGGDCYS; SEQIDNO:57), and
the human D gene segment further comprises a modification
that replaces at least one endogenous codon in the nucleotide
sequence with a histidine codon. In one embodiment, the
hydrophilic frame comprises a nucleotide sequence that
encodes the amino acid sequence selected from the group
consisting of SEQ ID NO: 52, SEQ ID NO: 54, SEQ ID NO:
56, SEQ ID NO: 58, and a combination thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D3-3 (YYDFWSGYYT; SEQIDNO:59),D3-9 (YYDILT-
GYYN; SEQID NO:61), D3-10 (YYYGSGSYYN; SEQ ID
NO:63), D3-16 (YYDYVWGSYRYT; SEQ ID NO:65), and
D3-22 (YYYDSSGYYY; SEQ ID NO:67), and the human D
gene segment further comprises a modification that replaces
at least one endogenous codon in the nucleotide sequence
with a histidine codon. In one embodiment, the hydrophilic
frame comprises a nucleotide sequence encodes the amino
acid sequence selected from the group consisting of SEQ ID
NO: 60, SEQ ID NO: 62, SEQ ID NO: 64, SEQ ID NO: 66,
SEQ ID NO: 68, and a combination thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
0of D4-4 (DYSNY; SEQ ID NO:69), D4-11 (DYSNY; SEQID
NO:69), D4-17 (DYGDY,; SEQ ID NO:71), and D4-23
(DYGGNS; SEQ ID NO:73), and the human D gene segment
comprises a modification that replaces at least one endog-
enous codon in the nucleotide sequence with a histidine
codon. In one embodiment, the hydrophilic frame comprises
a nucleotide sequence that encodes the amino acid sequence
selected from the group consisting of SEQ ID NO: 70, SEQ
ID NO: 72, SEQ ID NO: 74, and a combination thereof.
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In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D5-5 (GYSYGY; SEQ ID NO:75), D5-12 (GYSGYDY;
SEQ ID NO:77), D5-18 (GYSYGY; SEQ ID NO:75), and
D5-24 (RDGYNY; SEQ ID NO:79), and the human D gene
segment further comprises a modification that replaces at
least one endogenous codon in the nucleotide sequence with
a histidine codon. In one embodiment, the hydrophilic frame
comprises a nucleotide sequence that encodes the amino acid
sequence selected from the group consisting of SEQ ID NO:
76, SEQ ID NO: 78, SEQ ID NO: 80, and a combination
thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D6-6 (EYSSSS; SEQ ID NO: 81), D6-13 (GYSSSWY;
SEQ ID NO:83), and D6-19 (GYSSGWY; SEQ ID NO:85),
and the human D gene segment further comprises a modifi-
cation that replaces at least one endogenous codon in the
nucleotide sequence with a histidine codon. In one embodi-
ment, the hydrophilic frame comprises a nucleotide sequence
that encodes the amino acid sequence selected from the group
consisting of SEQ ID NO: 82, SEQ ID NO: 84, SEQ ID NO:
86, SEQ ID NO: 76, and a combination thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
D7-27 (NWG), and the human D gene segment further com-
prises a modification that replaces at least one endogenous
codon in the nucleotide sequence a histidine codon.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of SEQIDNO: 46, SEQ IDNO: 48, SEQ ID NO: 50, SEQID
NO: 52, SEQ ID NO: 54, SEQ ID NO: 56, SEQ ID NO: 58,
SEQ ID NO: 60, SEQ ID NO: 62, SEQ ID NO: 64, SEQ ID
NO: 66, SEQ ID NO: 68, SEQ ID NO: 70, SEQ ID NO: 72,
SEQ ID NO: 74, SEQ ID NO: 76, SEQ ID NO: 78, SEQ ID
NO: 80, SEQ ID NO: 82, SEQ ID NO: 84, SEQ ID NO: 86,
and a combination thereof.

In one embodiment, the unrearranged heavy chain variable
region nucleotide sequence comprising the inverted human D
gene segment is operably linked to a human or non-human
heavy chain constant region nucleotide sequence that
encodes an immunoglobulin isotype selected from IgM, IgD,
IgG, IgE, and IgA.

In one embodiment, the human unrearranged immunoglo-
bulin heavy chain variable region nucleotide sequence is
operably linked to a human or non-human heavy chain con-
stant region nucleotide sequence selected from a Cpl, a
hinge, a C;2, a C43, and a combination thereof. In one
embodiment, the heavy chain constant region nucleotide
sequence comprises a C1, a hinge, a C,2, and a C3 (i.e.,
Cy1-hinge-C.2-C,3).

In one embodiment, a heavy chain constant region nucle-
otide sequence is present at an endogenous locus (i.e., where
the nucleotide sequence is located in a wild-type non-human
animal) or present ectopically (e.g., at a locus different from
the endogenous immunoglobulin chain locus in its genome,
or within its endogenous locus, e.g., within an immunoglo-
bulin variable locus, wherein the endogenous locus is placed
or moved to a different location in the genome).

In one embodiment, the heavy chain constant region nucle-
otide sequence comprises a modification in a C,2 or a C,3,
wherein the modification increases the affinity of the heavy
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chain constant region amino acid sequence to FcRn in an
acidic environment (e.g., in an endosome where pH ranges
from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a modification at position
250 (e.g., E or Q); 250 and 428 (e.g., L or F); 252 (e.g.,
L/Y/F/W orT), 254 (e.g.,SorT),and 256 (e.g., S/R/Q/E/D or
T); or a modification at position 428 and/or 433 (e.g., L/R/S/
P/Q or K) and/or 434 (e.g., H/F or Y); or a modification at
position 250 and/or 428; or a modification at position 307 or
308 (e.g., 308F, V308F), and 434. In one embodiment, the
modification comprises a 4281 (e.g., M428L) and 434S (e.g.,
N434S) modification; a 4281, 2591 (e.g., V259I), and 308F
(e.g., V308F) modification; a 433K (e.g., H433K) and a 434
(e.g., 434Y) modification; a 252, 254, and 256 (e.g., 252,
254T, and 256E) modification; a 250Q and 4281 modification
(e.g., T250Q and M4281); and a 307 and/or 308 modification
(e.g., 308F or 308P), wherein the modification increases the
affinity of the heavy chain constant region amino acid
sequence to FcRn in an acidic environment (e.g., in an endo-
some where pH ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C;,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 252 and 257, wherein the modification
increases the affinity of the human C,2 amino acid sequence
to FcRn in an acidic environment (e.g., in an endosome where
pH ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C;,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 307 and 311, wherein the modification
increases the affinity of the C,,2 amino acid sequence to FcRn
in an acidic environment (e.g., in an endosome where pH
ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C,3 amino acid sequence,
wherein the C,,3 amino acid sequence comprises at least one
modification between amino acid residues at positions 433
and 436, wherein the modification increases the affinity of the
C.3 amino acid sequence to FcRn in an acidic environment
(e.g., in an endosome where pH ranges from about 5.5 to
about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M428L, N434S, and a combination
thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M428L.,, V2591, V308F, and a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising an N434 A mutation.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M252Y, S254T, T256FE, and a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of T250Q, M248L, or both.



US 9,301,510 B2

35

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of H433K, N434Y, or both.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises: (1) a first allele, wherein the unrear-
ranged human immunoglobulin heavy chain variable region
nucleotide sequence as described herein is operably linked to
a first heavy chain constant region nucleotide sequence
encoding a first CH; amino acid sequence of a human IgG
selected from 1gG1, IgG2, IgG4, and a combination thereof;
and (2) a second allele, wherein the unrearranged human
immunoglobulin heavy chain variable region nucleotide
sequence as described herein is operably linked to a second
heavy chain constant region nucleotide sequence encoding a
second C,3 amino acid sequence of the human IgG selected
from IgGl, IgG2, IgG4, and a combination thereof, and
wherein the second CH; amino acid sequence comprises a
modification that reduces or eliminates binding for the second
CH,; amino acid sequence to Protein A (see, for example, US
2010/0331527A1, which is incorporated by reference herein
in its entirety).

In one embodiment, the second CH; amino acid sequence
comprises an H95R modification (by IMGT exon numbering;
H435R by EU numbering). In one embodiment the second
CH,; amino acid sequence further comprises an Y96F modi-
fication (by IMGT exon numbering; H436F by EU). In
another embodiment, the second CH; amino acid sequence
comprises both an H95R modification (by IMGT exon num-
bering; H435R by EU numbering) and an Y96F modification
(by IMGT exon numbering; H436F by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG1l and further comprises a
mutation selected from the group consisting of D16E, L18M,
N448S, K52N, V57M, and V821 (IMGT; D356E, L38M,
N3848S, K392N, V397M, and V4221 by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG2 and further comprises a
mutation selected from the group consisting of N44S, K52N,
and V821 (IMGT: N384S, K392N, and V4221 by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG4 and further comprises a
mutation selected from the group consisting of Q15R, N44S,
K52N, V57M, R69K, E79Q, and V821 (IMGT: Q355R,
N3848,K392N, V397M, R409K, E419Q, and V4221 by EU).

In one embodiment, the heavy chain constant region amino
acid sequence is a non-human constant region amino acid
sequence, and the heavy chain constant region amino acid
sequence comprises one or more of any of the types of modi-
fications described above.

In one embodiment, the heavy chain constant region nucle-
otide sequence is a human heavy chain constant region amino
acid sequence, and the human heavy chain constant region
amino acid sequence comprises one or more of any of the
types of modifications described above.

In one embodiment, all, or substantially all, endogenous
Vi, D, and J;; gene segments are deleted from an immuno-
globulin heavy chain locus or rendered non-functional (e.g.,
via insertion of a nucleotide sequence (e.g., an exogenous
nucleotide sequence) in the immunoglobulin locus or via
non-functional rearrangement, or inversion, of the endog-
enous V,, D, J,; segments). In one embodiment, e.g., about
80% or more, about 85% or more, about 90% or more, about
95% or more, about 96% or more, about 97% or more, about
98% or more, or about 99% or more of all endogenous V, D,
or J;; gene segments are deleted or rendered non-functional.
In one embodiment, e.g., at least 95%, 96%, 97%, 98%, or
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99% of endogenous functional V, D, or J gene segments are
deleted or rendered non-functional.

In one embodiment, the genetically modified locus com-
prises a modification that deletes or renders non-functional all
or substantially all endogenous V, D, and I, gene segments;
and the genomic locus comprises the genetically modified,
unrearranged human heavy chain variable region nucleotide
sequence comprising a substitution of at least one endog-
enous non-histidine codon with a histidine codon in at least
one reading frame. In one embodiment, the genetically modi-
fied, unrearranged immunoglobulin heavy chain variable
gene sequence is present at an endogenous location (i.e.,
where the nucleotide sequence is located in a wild-type non-
human animal) or present ectopically (e.g., at alocus different
from the endogenous immunoglobulin chain locus in its
genome), or within its endogenous locus, e.g., within an
immunoglobulin variable locus, wherein the endogenous
locus is placed or moved to a different location in the genome.

In one embodiment, the genetically modified locus com-
prises an endogenous Adaméa gene, Adam6b gene, or both,
and the genetic modification does not affect the expression
and/or function of the endogenous Adamé6a gene, Adam6b
gene, or both.

In one embodiment, the genetically modified locus com-
prises an ectopically present Adamo6a gene, Adam6b gene, or
both. In one embodiment, the Adam6a gene is a non-human
Adamé6a gene. In one embodiment, the Adam6a gene is a
mouse Adamoéa gene. In one embodiment, the Adam6a gene
is a human Adam6a gene. In one embodiment, the Adam6b
gene is a non-human Adamé6b gene. In one embodiment, the
Adamo6b gene is a mouse Adam6b gene. In one embodiment,
the Adam6b gene is a human Adam6b gene.

In one embodiment, the genetically modified immunoglo-
bulin locus further comprises a humanized, unrearranged A
and/or k light chain variable gene sequence. In one embodi-
ment, the humanized, unrearranged A and/or k light chain
variable gene sequence is operably linked to an immunoglo-
bulin light chain constant region nucleotide sequence
selected from a A light chain constant region nucleotide
sequence and a ¥ light chain constant region nucleotide
sequence. In one embodiment, the humanized, unrearranged
A light chain variable region nucleotide sequence is operably
linked to a A light chain constant region nucleotide sequence.
In one embodiment, the A light chain constant region nucle-
otide sequence is a mouse, rat, or human sequence. In one
embodiment, the humanized, unrearranged « light chain vari-
able region nucleotide sequence is operably linked to a i light
chain constant region nucleotide sequence. In one embodi-
ment, the k light chain constant region nucleotide sequence is
a mouse, rat, or human sequence.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an unrearranged light chain variable
gene sequence that contains at least one modification that
introduces at least one histidine codon in at least one reading
frame encoding a light chain variable domain. In one embodi-
ment, the genetically modified immunoglobulin locus com-
prises a rearranged (e.g., rearranged A or k V/J sequence)
sequence that comprises one, two, three, or four codons for
histidine in a light chain CDR. In one embodiment, the CDR
is a selected from a CDR1, CDR2, CDR3, and a combination
thereof. In one embodiment, the unrearranged or rearranged
light chain variable region nucleotide sequence is an unrear-
ranged or rearranged human A or x light chain variable region
nucleotide sequence. In one embodiment, the unrearranged or
rearranged human A or x light chain variable region nucle-
otide sequence is present at an endogenous mouse immuno-
globulin light chain locus. In one embodiment, the mouse
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immunoglobulin light chain locus is a mouse K locus. In one
embodiment the mouse immunoglobulin light chain locus is
a mouse A locus.

In one embodiment, the genetically modified immunoglo-
bulin locus as described herein is present in an immunoglo-
bulin heavy chain locus of a mouse. In one embodiment, the
genetically modified immunoglobulin locus is present in a
humanized immunoglobulin heavy chain locus in a VELOCI-
MMUNE® mouse.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein exhibits a weaker antigen binding at an
acidic environment (e.g., at a pH of about 5.5 to about 6.0)
than a corresponding wild-type heavy chain variable domain
without the genetic modification.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t, ,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t, ,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t, ,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t, ,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein has
at least about 2-fold, at least about 3-fold, at least about
4-fold, at least about 5-fold, at least about 10-fold, at least
about 15-fold, at least about 20-fold, at least about 25-fold, or
atleast about 30-fold decrease in dissociative half-life (t, ;) at
an acidic pH (e.g., pH of about 5.5 to about 6.0) as compared
to the dissociative half-life (t, ,) of the antigen-binding pro-
tein at a neutral pH (e.g., pH of about 7.0 to about 7.4).

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein is
characterized by improved pH-dependent recyclability,
enhanced serum half-life, or both as compared with a wild-
type antigen-binding protein without the genetic modifica-
tion.

In one embodiment, the genetically modified immunoglo-
bulin locus as described herein comprises a B cell population
that, upon stimulation with an antigen of interest, is capable of
producing antigen-binding proteins, e.g., antibodies, com-
prising a heavy chain variable domain comprising one or
more histidine residues. The antigen-binding proteins as
described herein, when administered into a subject, exhibits
an increased serum half-life over a corresponding wild-type
antigen-binding protein, which possesses a similar or suffi-
ciently similar amino acid sequence that encodes the heavy
chain variable domain but does not comprise a histidine resi-
due in the heavy chain variable domain. In some embodi-
ments, the antigen-binding protein described herein exhibits
an increased serum half-life that is at least about 2-fold, at
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least about 5-fold, at least about 10-fold, at least about
15-fold, at least about 20-fold higher than the corresponding
wild-type antigen-binding protein, which possesses a similar
or sufficiently similar amino acid sequence that encodes the
heavy chain variable domain but does not comprise a histidine
residue in the heavy chain variable domain.

In one embodiment, the non-human animal is heterozy-
gous for the genetically modified immunoglobulin heavy
chain locus, and the non-human animal is capable of express-
ing the human immunoglobulin heavy chain variable domain
comprising at least one histidine residue derived predomi-
nantly from the genetically modified immunoglobulin heavy
chain locus as described herein.

In one aspect, a non-human animal comprising a geneti-
cally modified immunoglobulin locus comprising a human
V. D, and J; gene segment is provided, wherein at least one
of the human D gene segment has been inverted 5' to 3' with
respect to a corresponding wild-type sequence, and wherein
at least one reading frame of the inverted human D gene
segment comprises a histidine codon.

In one embodiment, the non-human animal is a mammal,
including a rodent, e.g., a mouse, a rat, or a hamster

In one embodiment, the genetically modified immunoglo-
bulin locus is present in a germline genome.

In one embodiment, wherein the reading frame of the
inverted human D gene segment comprises one or more, 2 or
more, 3 or more, 4 or more, 5 or more, 6 or more, 7 or more,
8 or more, 9 or more, 10 or more, 11 or more, 12 or more, 13
or more, 14 or more, 15 or more, 16 or more, 17 or more, 18
or more, 19 or more, 20 or more, 21 or more, 22 or more, 23
or more, 24 or more, 25 or more, 26 or more, 27 or more, 28
or more, 29 or more, 30 or more, 31 or more, 32 or more, 33
or more, or 34 or more of histidine codons.

In one embodiment, at least two, at least three, at least four,
at least five, at least six, at least seven, at least eight, at least
nine, at least ten, at least eleven, at least twelve, at least
thirteen, at least fourteen, at least fifteen, at least sixteen, at
least seventeen, at least eighteen, at least nineteen, at least
twenty, at least twenty one, at least twenty two, at least twenty
three, at least twenty four, or all or substantially all of func-
tional human D gene segments have inverted orientation with
respect to corresponding wild type sequences.

In one embodiment, all or substantially all of endogenous
immunoglobulin V, D, I, gene segments are deleted from
the immunoglobulin heavy chain locus or rendered non-func-
tional (e.g., via insertion of a nucleotide sequence, e.g., exog-
enous nucleotide sequence, in the immunoglobulin locus or
via non-functional rearrangement or inversion of all, or sub-
stantially all, endogenous immunoglobulin V, D, I, seg-
ments), and the genetically modified immunoglobulin locus
comprises a human V, D, and I, gene segments, wherein at
least one of the human D gene segment is present in an
inverted orientation with respect to corresponding wild type
sequences, and wherein at least one reading frame of the
inverted human D gene segment comprises at least one histi-
dine codon.

In one embodiment, the inverted human D gene segment is
operably linked to a human V,, gene segment, and/or human
J 7 gene segment

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is selected from the group consisting of
D1-1,D1-7,D1-20,D1-26,D2-2,D2-8,D2-15,D2-21,D3-3,
D3-9, D3-10, D3-16, D3-22, D4-4, D4-11, D4-17, D4-23,
D5-5, D5-12, D5-18, D5-24, D6-6, D6-13, D6-19, D7-27,
and a combination thereof.
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In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is a D1 gene segment selected from the
group consisting of D1-1, D1-7, D1-20, D1-26, and a com-
bination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequences is a D2 gene segment selected from the
group consisting of D2-2, D2-8, D2-15, D2-21, and a com-
bination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is a D3 gene segment selected from the
group consisting of D3-3, D3-9, D3-10, D3-16, D3-22, and a
combination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is a D4 gene segment selected from the
group consisting of D4-4, D4-11, D4-17, D4-23, and a com-
bination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is a D5 gene segment selected from the
group consisting of D5-5, D5-12, D5-18, D5-24, and a com-
bination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is a D6 gene segment selected from the
group consisting of D6-6, D6-13, D6-19, and a combination
thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is D,-27.

In one embodiment, the reading frame of the human D gene
segment is selected from a stop reading frame, a hydrophilic
reading frame, a hydrophobic reading frame, and a combina-
tion thereof, wherein at least one reading frame of the inverted
human D gene segment comprises a histidine codon.

In one embodiment, the unrearranged heavy chain variable
region nucleotide sequence comprising the inverted human D
gene segment is operably linked to a human or non-human
heavy chain constant region nucleotide sequence that
encodes an immunoglobulin isotype selected from IgM, IgD,
IgG, IgE, and IgA.

In one embodiment, the human unrearranged immunoglo-
bulin heavy chain variable region nucleotide sequence is
operably linked to a human or non-human heavy chain con-
stant region nucleotide sequence selected from a C,l, a
hinge, a C;2, a C43, and a combination thereof. In one
embodiment, the heavy chain constant region nucleotide
sequence comprises a C1, a hinge, a C,2, and a C3 (i.e.,
Cy1-hinge-C,2-C.3).

In one embodiment, a heavy chain constant region nucle-
otide sequence is present at an endogenous locus (i.e., where
the nucleotide sequence is located in a wild-type non-human
animal) or present ectopically (e.g., at a locus different from
the endogenous immunoglobulin chain locus in its genome,
or within its endogenous locus, e.g., within an immunoglo-
bulin variable locus, wherein the endogenous locus is placed
or moved to a different location in the genome).

In one embodiment, the heavy chain constant region nucle-
otide sequence comprises a modification in a C,2 or a C3,
wherein the modification increases the affinity of the heavy
chain constant region amino acid sequence to FcRn in an
acidic environment (e.g., in an endosome where pH ranges
from about 5.5 to about 6.0).
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In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a modification at position
250 (e.g., E or Q); 250 and 428 (e.g., L or F); 252 (e.g.,
L/Y/F/W orT), 254 (e.g.,SorT),and 256 (e.g., S/R/Q/E/D or
T); or a modification at position 428 and/or 433 (e.g., L/R/S/
P/Q or K) and/or 434 (e.g., H/F or Y); or a modification at
position 250 and/or 428; or a modification at position 307 or
308 (e.g., 308F, V308F), and 434. In one embodiment, the
modification comprises a 4281 (e.g., M428L) and 434S (e.g.,
N434S) modification; a 4281, 2591 (e.g., V259I), and 308F
(e.g., V308F) modification; a 433K (e.g., H433K) and a 434
(e.g., 434Y) modification; a 252, 254, and 256 (e.g., 252,
254T, and 256E) modification; a 250Q and 4281 modification
(e.g., T250Q and M4281); and a 307 and/or 308 modification
(e.g., 308F or 308P), wherein the modification increases the
affinity of the heavy chain constant region amino acid
sequence to FcRn in an acidic environment (e.g., in an endo-
some where pH ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 252 and 257, wherein the modification
increases the affinity of the human C,2 amino acid sequence
to FcRn in an acidic environment (e.g., in an endosome where
pH ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 307 and 311, wherein the modification
increases the affinity ofthe C,,2 amino acid sequence to FcRn
in an acidic environment (e.g., in an endosome where pH
ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C,3 amino acid sequence,
wherein the C,3 amino acid sequence comprises at least one
modification between amino acid residues at positions 433
and 436, wherein the modification increases the affinity of the
C.3 amino acid sequence to FcRn in an acidic environment
(e.g., in an endosome where pH ranges from about 5.5 to
about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M428L, N434S, and a combination
thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M428L.,, V2591, V308F, and a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising an N434 A mutation.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M252Y, S254T, T256FE, and a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of T250Q, M248L, or both.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of H433K, N434Y, or both.



US 9,301,510 B2

41

In one embodiment, the genetically modified immunoglo-
bulin locus comprises: (1) a first allele, wherein the unrear-
ranged human immunoglobulin heavy chain variable region
nucleotide sequence as described herein is operably linked to
a first heavy chain constant region nucleotide sequence
encoding a first CH; amino acid sequence of a human IgG
selected from 1gG1, IgG2, IgG4, and a combination thereof;
and (2) a second allele, wherein the unrearranged human
immunoglobulin heavy chain variable region nucleotide
sequence as described herein is operably linked to a second
heavy chain constant region nucleotide sequence encoding a
second C,3 amino acid sequence of the human IgG selected
from IgGl, IgG2, IgG4, and a combination thereof, and
wherein the second CH; amino acid sequence comprises a
modification that reduces or eliminates binding for the second
CH, amino acid sequence to Protein A (see, for example, US
2010/0331527A1, incorporated by reference herein in its
entirety).

In one embodiment, the second CH; amino acid sequence
comprises an H95R modification (by IMGT exon numbering;
H435R by EU numbering). In one embodiment the second
CH,; amino acid sequence further comprises an Y96F modi-
fication (by IMGT exon numbering; H436F by EU). In
another embodiment, the second CH; amino acid sequence
comprises both an H95R modification (by IMGT exon num-
bering; H435R by EU numbering) and an Y96F modification
(by IMGT exon numbering; H436F by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG1l and further comprises a
mutation selected from the group consisting of D16E, L18M,
N448S, K52N, V57M, and V821 (IMGT; D356E, L38M,
N3848S, K392N, V397M, and V4221 by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG2 and further comprises a
mutation selected from the group consisting of N44S, K52N,
and V821 (IMGT: N384S, K392N, and V4221 by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG4 and further comprises a
mutation selected from the group consisting of Q15R, N44S,
K52N, V57M, R69K, E79Q, and V821 (IMGT: Q355R,
N3848,K392N, V397M, R409K, E419Q, and V4221 by EU).

In one embodiment, the heavy chain constant region amino
acid sequence is a non-human constant region amino acid
sequence, and the heavy chain constant region amino acid
sequence comprises one or more of any of the types of modi-
fications described above.

In one embodiment, the heavy chain constant region nucle-
otide sequence is a human heavy chain constant region amino
acid sequence, and the human heavy chain constant region
amino acid sequence comprises one or more of any of the
types of modifications described above.

In one embodiment, all or substantially all endogenous V,,
D, and J; gene segments are deleted from an immunoglobulin
heavy chain locus or rendered non-functional (e.g., via inser-
tion of a nucleotide sequence (e.g., an exogenous nucleotide
sequence) in the immunoglobulin locus or via non-functional
rearrangement, or inversion, of the endogenous V, D, J,,
segments). In one embodiment, e.g., about 80% or more,
about 85% or more, about 90% or more, about 95% or more,
about 96% or more, about 97% or more, about 98% or more,
or about 99% or more of all endogenous V, D, or ], gene
segments are deleted or rendered non-functional. In one
embodiment, e.g., at least 95%, 96%, 97%, 98%, or 99% of
endogenous functional V, D, or J gene segments are deleted or
rendered non-functional.

In one embodiment, the genetically modified immunoglo-
bulin heavy chain locus comprises a modification that deletes
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orrenders, all or substantially all, non-functional endogenous
V4, D, and J, gene segments; and the genetically modified
locus comprises an unrearranged heavy chain variable region
nucleotide sequence comprising at least one inverted human
D gene segment as described herein wherein the unrear-
ranged heavy chain variable region nucleotide sequence is
present at an endogenous location (i.e., where the nucleotide
sequence is located in a wild-type non-human animal) or
present ectopically (e.g., at a locus different from the endog-
enous immunoglobulin chain locus in its genome, or within
its endogenous locus, e.g., within an immunoglobulin vari-
able locus, wherein the endogenous locus is placed or moved
to a different location in the genome).

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an endogenous Adam6a gene, Adamé6b
gene, or both, and the genetic modification does not affect the
expression and/or function of the endogenous Adamoéa gene,
Adamé6b gene, or both.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an ectopically present Adamo6a gene,
Adamo6b gene, or both. In one embodiment, the Adam6a gene
is a non-human Adamé6a gene. In one embodiment, the
Adamo6a gene is a mouse Adamo6a gene. In one embodiment,
the Adam6a gene is a human Adam6a gene. In one embodi-
ment, the Adam6b gene is a non-human Adamé6b gene. In one
embodiment, the Adam6b gene is a mouse Adam6b gene. In
one embodiment, the Adam6b gene is ahuman Adam6b gene.

In one embodiment, the genetically modified immunoglo-
bulin locus further comprises a humanized, unrearranged A
and/or k light chain variable gene sequence. In one embodi-
ment, the humanized, unrearranged A and/or k light chain
variable gene sequence is operably linked to an immunoglo-
bulin light chain constant region nucleotide sequence
selected from a A light chain constant region nucleotide
sequence and a ¥ light chain constant region nucleotide
sequence. In one embodiment, the humanized, unrearranged
A light chain variable region nucleotide sequence is operably
linked to a A light chain constant region nucleotide sequence.
In one embodiment, the A light chain constant region nucle-
otide sequence is a mouse, rat, or human sequence. In one
embodiment, the humanized, unrearranged « light chain vari-
able region nucleotide sequence is operably linked to a i light
chain constant region nucleotide sequence. In one embodi-
ment, the k light chain constant region nucleotide sequence is
a mouse, rat, or human sequence.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an unrearranged light chain variable
gene sequence that contains at least one modification that
introduces at least one histidine codon in at least one reading
frame encoding a light chain variable domain. In one embodi-
ment, the genetically modified immunoglobulin locus com-
prises a rearranged (e.g., a rearranged A or K V/J sequence)
sequence that comprises one, two, three, or four codons for
histidine in a light chain CDR. In one embodiment, the CDR
is a selected from a CDR1, CDR2, CDR3, and a combination
thereof. In one embodiment, the unrearranged or rearranged
light chain variable region nucleotide sequence is an unrear-
ranged or rearranged human A or x light chain variable region
nucleotide sequence. In one embodiment, the unrearranged or
rearranged human A or x light chain variable region nucle-
otide sequence is present at an endogenous mouse immuno-
globulin light chain locus. In one embodiment, the mouse
immunoglobulin light chain locus is a mouse K locus. In one
embodiment, the mouse immunoglobulin light chain locus is
amouse immunoglobulin light chain locus is a mouse A locus.

In one embodiment, the genetically modified immunoglo-
bulin locus as described herein is present in an immunoglo-
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bulin heavy chain locus of a mouse. In one embodiment, the
genetically modified immunoglobulin locus is present in a
humanized immunoglobulin heavy chain locus in a VELOCI-
MMUNE® mouse.

In one embodiment, the non-human animal is heterozy-
gous for the genetically modified immunoglobulin heavy
chain locus, and the non-human animal is capable of express-
ing the human immunoglobulin heavy chain variable domain
comprising at least one histidine residue derived predomi-
nantly from the genetically modified immunoglobulin heavy
chain locus as described herein.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein exhibits a weaker antigen binding at an
acidic environment (e.g., at a pH of about 5.5 to about 6.0)
than a corresponding wild-type heavy chain variable domain
without the genetic modification.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t, ,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t, ,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t, ,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t, ,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein has
at least about 2-fold, at least about 3-fold, at least about
4-fold, at least about 5-fold, at least about 10-fold, at least
about 15-fold, at least about 20-fold, at least about 25-fold, or
atleast about 30-fold decrease in dissociative half-life (t, ;) at
an acidic pH (e.g., pH of about 5.5 to about 6.0) as compared
to the dissociative half-life (t, ,) of the antigen-binding pro-
tein at a neutral pH (e.g., pH of about 7.0 to about 7.4).

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein is
characterized by improved pH-dependent recyclability,
enhanced serum half-life, or both as compared with a wild-
type antigen-binding protein without the genetic modifica-
tion.

In one embodiment, the genetically modified immunoglo-
bulin locus described herein comprises a B cell population
that, upon stimulation with an antigen of interest, is capable of
producing antigen-binding proteins, e.g., antibodies, com-
prising a heavy chain variable domain comprising one or
more histidine residues. The antigen-binding proteins as
described herein when administered into a subject, exhibits
an increased serum half-life over a corresponding wild-type
antigen-binding protein, which possesses a similar or suffi-
ciently similar amino acid sequence that encodes the heavy
chain variable domain but does not comprise a histidine resi-
due in the heavy chain variable domain. In some embodi-
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ments, the antigen-binding protein described herein exhibits
an increased serum half-life that is at least about 2-fold, at
least about 5-fold, at least about 10-fold, at least about
15-fold, at least about 20-fold higher than the corresponding
wild-type antigen-binding protein, which possesses a similar
or sufficiently similar amino acid sequence that encodes the
heavy chain variable domain but does not comprise a histidine
residue in the heavy chain variable domain.

In one aspect, a non-human animal that is capable of
expressing an antigen-binding protein with enhanced pH-
dependent recyclability and/or enhanced serum half-life are
provided, wherein the non-human animal comprises in its
germline genome an unrearranged human immunoglobulin
heavy chain variable region nucleotide sequence, wherein the
unrearranged heavy chain variable region nucleotide
sequence comprises an addition of least one histidine codon
or a substitution of at least one endogenous non-histidine
codon with a histidine codon as described herein.

In one embodiment, the antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein exhibits a weaker antigen binding at an
acidic environment (e.g., at a pH of about 5.5 to about 6.0)
than a corresponding wild-type heavy chain variable domain
without the genetic modification.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein has
at least about 2-fold, at least about 3-fold, at least about
4-fold, at least about 5-fold, at least about 10-fold, at least
about 15-fold, at least about 20-fold, at least about 25-fold, or
atleast about 30-fold decrease in dissociative half-life (t, ;) at
an acidic pH (e.g., pH of about 5.5 to about 6.0) as compared
to the dissociative half-life (t, ,) of the antigen-binding pro-
tein at a neutral pH (e.g., pH of about 7.0 to about 7.4).

In one embodiment, the antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein is
characterized by improved pH-dependent recyclability,
enhanced serum half-life, or both as compared with a wild-
type antigen-binding protein without the genetic modifica-
tion.

In one embodiment, the genetically modified immunoglo-
bulin locus described herein comprises a B cell population
that, upon stimulation with an antigen of interest, is capable of
producing antigen-binding proteins, e.g., antibodies, com-
prising a heavy chain variable domain comprising one or
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more histidine residues. The antigen-binding proteins as
described herein when administered into a subject, exhibits
an increased serum half-life over a corresponding wild-type
antigen-binding protein, which possesses a similar or suffi-
ciently similar amino acid sequence that encodes the heavy
chain variable domain but does not comprise a histidine resi-
due in the heavy chain variable domain. In some embodi-
ments, the antigen-binding protein described herein exhibits
an increased serum half-life that is at least about 2-fold, at
least about 5-fold, at least about 10-fold, at least about
15-fold, at least about 20-fold higher than the corresponding
wild-type antigen-binding protein, which possesses a similar
or sufficiently similar amino acid sequence that encodes the
heavy chain variable domain but does not comprise a histidine
residue in the heavy chain variable domain.

In one aspect, a targeting construct is provided, comprising
5'and 3' targeting arms homologous to a genomic D region or
genomic V and J region of a non-human animal, wherein at
least one V, D, or J,, gene segment comprises any of the
modifications as described herein, e.g., an addition of at least
one histidine codon, a substitution of at least one endogenous
non-histidine codon into a histidine codon, and/or inversion
of at least one functional D gene segment with respect to a
corresponding wild type sequence.

In one aspect, a hybridoma or quadroma is provided that is
derived from a cell of any of the non-human animal as
described herein. In one embodiment, the non-human animal
is a rodent, e.g., a mouse, a rat, or a hamster.

In one aspect, pluripotent, induced pluripotent, or totipo-
tent stem cells derived form a non-human animal comprising
the various genomic modifications of the described invention
are provided. In a specific embodiment, the pluripotent,
induced pluripotent, or totipotent stem cells are mouse or rat
embryonic stem (ES) cells. In one embodiment, the pluripo-
tent, induced pluripotent, or totipotent stem cells have an XX
karyotype or an XY karyotype. In one embodiment, the pluri-
potent or induced pluripotent stem cells are hematopoietic
stem cells.

In one aspect, cells that comprise a nucleus containing a
genetic modification as described herein are also provided,
e.g., amodification introduced into a cell by pronuclear injec-
tion. In one embodiment, the pluripotent, induced pluripo-
tent, or totipotent stem cells comprise a genetically modified
immunoglobulin genomic locus, wherein the genomic locus
comprises, from 5' to 3', (1) an FRT recombination site, (2)
human V, gene segments, (3) amouse adamoé gene, (4) aloxP
recombination site, (5) histidine-substituted human D gene
segments, (6) human J,, gene segments, followed by (7) a
mouse E, (intronic enhancer), and (8) a mouse IgM constant
region nucleotide sequence.

In one aspect, a lymphocyte isolated from a genetically
modified non-human animal as described herein is provided.
In one embodiment, the lymphocyte is a B cell, wherein the B
cell comprises an immunoglobulin genomic locus compris-
ing an unrearranged heavy chain variable region nucleotide
sequence wherein the unrearranged heavy chain variable
gene sequence comprises an addition of least one histidine
codon or a substitution of at least one endogenous non-histi-
dine codon with a histidine codon.

In one aspect, a lymphocyte isolated from a genetically
modified non-human animal as described herein is provided.
In one embodiment, the lymphocyte is a B cell, wherein the B
cell comprises an immunoglobulin locus that comprises a
human V, D, and J gene segment, wherein at least one of the
human D gene segment has been inverted 5' to 3' with respect
to wild-type sequences, and wherein at least one reading
frame of the inverted human D gene segment encodes at least
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one histidine residue. In one embodiment, the B cell is
capable of producing an antigen-binding protein comprising
the genetically modified heavy chain variable domain as
described herein. In one embodiment, the genetically modi-
fied heavy chain variable domain as described herein is oper-
ably linked to a heavy chain constant region amino acid
sequence.

In one aspect, a B cell population is provided that are
capable of expressing an antigen-binding protein comprising
at least one histidine residue in a heavy chain variable
domain, wherein the B cell population comprises any genetic
modifications as described herein. In one embodiment, the at
least one histidine residue is present in a heavy chain CDR. In
one embodiment, the CDR is a selected from a CDR1, CDR2,
CDR3, and a combination thereof. In one embodiment, the at
least one histidine residue is present in CDR3.

In one aspect, a B cell population is provided that are
capable of expressing an antigen-binding protein with
enhanced serum half-life and/or enhanced pH-dependent
recyclability, wherein the B cell population comprises any
genetic modifications as described herein.

In one aspect, a method for making a non-human animal
comprising a genetically modified immunoglobulin heavy
chain variable locus is provided, comprising:

(a) moditying a genome of a non-human animal to delete or
render non-functional endogenous immunoglobulin heavy
chain V, D, and J gene segments (e.g., via insertion of a
nucleotide sequence, e.g., an exogenous nucleotide sequence,
in the immunoglobulin locus or via non-functional rearrange-
ment or inversion of endogenous V,,, D, J,; segments); and

(b) placing in the genome an unrearranged heavy chain
variable region nucleotide sequence, wherein the unrear-
ranged heavy chain variable region nucleotide sequence com-
prises an addition of least one histidine codon or a substitution
of at least one endogenous non-histidine codon with a histi-
dine codon as described herein.

In one embodiment, the non-human animal is a mammal,
including a rodent, e.g., a mouse, a rat, or a hamster.

In one embodiment, 2 or more, 3 or more, 4 or more, 5 or
more, 6 or more, 7 or more, 8§ or more, 9 or more, 10 or more,
11 or more, 12 or more, 13 or more, 14 or more, 15 or more,
16 or more, 17 or more, 18 or more, 19 or more, 20 or more,
21 or more, 22 or more, 23 or more, 24 or more, 25 or more,
26 or more, 27 or more, 28 or more, 29 or more, 30 or more,
31 or more, 32 or more, 33 or more, 34 or more, 35 or more,
36 or more, 37 or more, 38 or more, 39 or more, 40 or more,
41 or more, 42 or more, 43 or more, 44 or more, 45 or more,
46 or more, 47 or more, 48 or more, 49 or more, 50 or more,
51 or more, 52 or more, 53 or more, 54 or more, 55 or more,
56 or more, 57 or more, 58 or more, 59 or more, 60 or more,
or 61 or more of the endogenous non-histidine codons are
replaced with histidine codons.

In one embodiment, the endogenous non-histone codon
encodes the amino acid selected fromY, N, D, Q, S, W, and R.

In one embodiment, the added or substituted histidine
codon is present in an unrearranged heavy chain variable
region nucleotide sequence that encodes an immunoglobulin
variable domain selected from an N-terminal region, a loop 4
region, a CDR1, a CDR2, a CDR3, a combination thereof.

In one embodiment, the added substituted histidine codon
histidine codon is present in an unrearranged heavy chain
variable region nucleotide sequence that encodes a comple-
mentary determining region (CDR) selected from a CDR1, a
CDR2, a CDR3, and a combination thereof.

In one embodiment, the added or substituted histidine
codon is present in an unrearranged heavy chain variable
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region nucleotide sequence that encodes a frame region (FR)
selected from FRI1, FR2, FR3, FR4, and a combination
thereof.

In one embodiment, the unrearranged heavy chain variable
region nucleotide sequence comprises a genetically modified
human V, gene segment, wherein one or more endogenous
non-histidine codon in at least one reading frame of the
human V, gene segment has been replaced with a histidine
codon.

In one embodiment, the human unrearranged heavy chain
variable region nucleotide sequence comprises a modifica-
tion that replaces at least one endogenous non-histidine
codon of a human V,, gene segment with a histidine codon,
wherein the human V,, gene segment is selected from the
group consisting of V;1-2, V,1-3, V,1-8, V;1-18, V,1-24,
Vo 1-45,V,1-46,V ;1-58,V;1-69,V ,2-5,V ,2-26,V ,2-70,
V3-7,V,3-9,V,,3-11, V,3-13, V,,3-15, V,,3-16, V,,3-20,
V3-21, V,3-23, V330, V,,3-30-3, V,,3-30-5, V,,3-33,
V3-35, V,,3-38, V,,3-43, V,,3-48, V,;3-49, V,3-53, V,,3-
64,V,3-66,V,3-72,V,,3-73,V,,3-74,V ,4-4,V ,4-28,V A-
30-1,V,4-30-2, V,,4-30-4, V,,4-31, V ,4-34, V ,,4-39, V 4-
59, VA-61, V,5-51, V,6-1, V,7-4-1, V,,7-81, and a
combination thereof.

In one embodiment, the human unrearranged heavy chain
variable region nucleotide sequence comprises a genetically
modified human J,, gene segment, wherein one or more
endogenous non-histidine codon in at least one reading frame
of the human J,, gene segment has been replaced with a
histidine codon.

In one embodiment, the human unrearranged heavy chain
variable region nucleotide sequence comprises a modifica-
tion that replaces at least one endogenous non-histidine
codon of a human J; segment with a histidine codon, wherein
the human J; gene segment is selected from the group con-
sisting of J1, J;2, I3, 4, 1,5, 1,6, and a combination
thereof.

In one embodiment, the added or substituted histidine
codon is present in a heavy chain variable region nucleotide
sequence that encodes part of a CDR3. In one embodiment,
the part of CDR3 comprises an amino acid sequence derived
from a reading frame of a genetically modified human D gene
segment comprising a modification that replaces at least one
endogenous non-histidine codon in the reading frame with a
histidine codon.

In one embodiment, the endogenous non-histidine codon
that is substituted with a histidine codon encodes the amino
acid selected from Y, N, D, Q, S, W, and R.

In one embodiment, the added or substituted histidine
codon is present in at least one reading frame of the human D
gene segment that is most frequently observed in VELOCI-
MMUNE® humanized immunoglobulin mice.

In one embodiment, the reading frame of the genetically
modified human D gene segment that encodes part of CDR3
is selected from a hydrophobic frame, a stop frame, and a
hydrophilic frame.

In one embodiment, the reading frame is a hydrophobic
frame of a human D gene segment.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D1-1 (GTTGT; SEQ ID NO: 88), D1-7 (GITGT; SEQ ID
NO: 89), D1-20 (GITGT; SEQ ID NO: 89), and D1-26 (GIV-
GAT; SEQID NO:90), and the human D gene segment further
comprises a modification that replaces at least one endog-
enous non-histidine codon in the nucleotide sequence with a
histidine codon.
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In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D2-2 (DIVVVPAAI; SEQ ID NO:92), D2-8 (DIVLM-
VYAIL SEQ ID NO: 94), D2-15 (DIVVVVAAT; SEQ ID
NO:95), and D2-21 (HIVVVTALI,; SEQ ID NO: 97), and the
human D gene segment further comprises a modification that
replaces at least one endogenous non-histidine codon in the
nucleotide sequence with a histidine codon.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D3-3 (ITIFGVVII; SEQ ID NO:98), D3-9 (ITIF*LVII,
SEQ ID NO:99, SEQ ID NO:100), D3-10 ITMVRGVII;
SEQIDNO:101), D3-16 AIMITFGGVIVI;, SEQIDNO:102),
and D3-22 (ITMIVVVIT; SEQ ID NO:103), and the human
D gene segment further comprises a modification that
replaces at least one endogenous codon in the nucleotide
sequence with a histidine codon.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D4-4 (TTVT; SEQ ID NO:105), D4-11 (TTVT, SEQ ID
NO:105), D4-17 (TTVT,; SEQ ID NO:105), D4-23 (TTVVT,
SEQ ID NO: 106) and the human D gene segment further
comprises a modification that replaces at least one endog-
enous non-histidine codon in the nucleotide sequence with a
histidine codon.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D5-5 (VDTAMYV; SEQ ID NO: 107), D5-12 (VDIVATI,
SEQ ID NO:108), D5-18 (VDTAMYV; SEQ ID NO:107), and
D5-24 (VEMATI; SEQ ID NO:109), and the human D gene
segment further comprises a modification that replaces at
least one endogenous non-histidine codon in the nucleotide
sequence with a histidine codon.

In one embodiment, the hydrophobic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D6-6 (STAAR; SEQ ID NO:111), D6-13 (GIAAAG; SEQ
IDNO:113), and D6-19 (GIAVAG; SEQID NO:115), and the
human D gene segment further comprises a modification that
replaces at least one endogenous non-histidine codon in the
nucleotide sequence with a histidine codon.

In one embodiment, the hydrophobic frame comprises a
nucleotide sequence that encodes human D7-27 (LTG), and
the human D gene segment further comprises a modification
that replaces at least one endogenous non-histidine codon in
the nucleotide sequence with a histidine codon.

In one embodiment, the reading frame is a stop reading
frame of a human D gene segment.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D1-1 (VQLER; SEQ ID NO:8), D1-7 (V*LEL), D1-20
(V*LER), D1-26 (V*WELL; SEQ ID NO:12), and the
human D gene segment further comprises a modification that
replaces at least one endogenous non-histidine codon in the
nucleotide sequence with a histidine codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D2-2 (RIL*YQLLY; SEQ ID NO:14), D2-8
RILY*WCMLY; SEQ ID NO:16 and SEQ ID NO: 17),
D2-15 (RIL¥*WW#*LLL), and D2-21 (SILWW*LLF; SEQ ID
NO:19), and the human D gene segment further comprises a
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modification that replaces at least one endogenous non-histi-
dine codon in the nucleotide sequence with a histidine codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D3-3 (VLRFLEWLLY; SEQIDNO:21),D3-9 (VLRYFD-
WLL*; SEQ ID NO:23), D3-10 (VLLWFGELL*; SEQ ID
NO:25), D3-16 (VL*LRLGELSLY; SEQ ID NO:27), and
D3-22 (VLL***WLLL; SEQ ID NO:29), and the human D
gene segment comprises a modification that replaces at least
one endogenous non-histidine codon in the nucleotide
sequence with a histidine codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D4-4 (*LQ*L), D4-11 (*LQ*L), D4-17 (*LR*L), and
D4-23 (*LRW*L), and the human D gene segment comprises
a modification that replaces at least one endogenous non-
histidine codon in the nucleotide sequence with a histidine
codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D5-5 (WIQLWL; SEQ ID NO:35); D5-12 (WI*WLRL,;
SEQ ID NO:37), D5-18 (WIQLWL; SEQ ID NO:35), and
D5-24 (*RWLQL; SEQ ID NO:39), and the human D gene
segment comprises a modification that replaces at least one
endogenous non-histidine codon in the nucleotide sequence
with a histidine codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D6-6 (V*QLV), D6-13 (V*QQLV; SEQ ID NO:41), and
D6-19 (V¥QWLYV; SEQ ID NO:43), and the human D gene
segment further comprises a modification that replaces at
least one endogenous non-histidine codon in the nucleotide
sequence with a histidine codon.

In one embodiment, the stop reading frame of the human D
gene segment comprises a nucleotide sequence that encodes
D7-27 (*LQG), and the human D gene segment further com-
prises a modification that replaces at least one endogenous
codon of the human D gene segment in the nucleotide
sequence with a histidine codon.

In one embodiment, the reading frame is a hydrophilic
frame of a human D gene segment.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D1-1 (YNWND; SEQ ID NO: 45), D1-7 (YNWNY; SEQ
ID NO: 47), D1-20 (YNWND; SEQ ID NO: 45), and D1-26
(YSGSYY; SEQ ID NO:49), and the human D gene segment
further comprises a modification that replaces at least one
endogenous codon in the nucleotide sequence with a histidine
codon. In one embodiment, the hydrophilic frame comprises
a nucleotide sequence that encodes the amino acid sequence
selected from the group consisting of SEQ ID NO: 46, SEQ
1D NO: 48, SEQ ID NO: 50, and a combination thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D2-2 (GYCSSTSCYT; SEQ ID NO:51), D2-8 (GYCT-
NGVCYT; SEQ ID NO: 53), D2-15 (GYCSGGSCYS; SEQ
IDNO:55),and D2-21 (AYCGGDCYS; SEQIDNO:57), and
the human D gene segment further comprises a modification
that replaces at least one endogenous codon in the nucleotide
sequence with a histidine codon. In one embodiment, the
hydrophilic frame comprises a nucleotide sequence that
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encodes the amino acid sequence selected from the group
consisting of SEQ ID NO: 52, SEQ ID NO: 54, SEQ ID NO:
56, SEQ ID NO: 58, and a combination thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D3-3 (YYDFWSGYYT; SEQIDNO:59),D3-9 (YYDILT-
GYYN; SEQID NO:61), D3-10 (YYYGSGSYYN; SEQ ID
NO:63), D3-16 (YYDYVWGSYRYT; SEQ ID NO:65), and
D3-22 (YYYDSSGYYY; SEQ ID NO:67), and the human D
gene segment further comprises a modification that replaces
at least one endogenous codon in the nucleotide sequence
with a histidine codon. In one embodiment, the hydrophilic
frame comprises a nucleotide sequence encodes the amino
acid sequence selected from the group consisting of SEQ ID
NO: 60, SEQ ID NO: 62, SEQ ID NO: 64, SEQ ID NO: 66,
SEQ ID NO: 68, and a combination thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
0of D4-4 (DYSNY; SEQ ID NO:69), D4-11 (DYSNY; SEQID
NO:69), D4-17 (DYGDY,; SEQ ID NO:71), and D4-23
(DYGGNS; SEQ ID NO:73), and the human D gene segment
comprises a modification that replaces at least one endog-
enous codon in the nucleotide sequence with a histidine
codon. In one embodiment, the hydrophilic frame comprises
a nucleotide sequence that encodes the amino acid sequence
selected from the group consisting of SEQ ID NO: 70, SEQ
ID NO: 72, SEQ ID NO: 74, and a combination thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D5-5 (GYSYGY; SEQ ID NO:75), D5-12 (GYSGYDY;
SEQ ID NO:77), D5-18 (GYSYGY; SEQ ID NO:75), and
D5-24 (RDGYNY; SEQ ID NO:79), and the human D gene
segment further comprises a modification that replaces at
least one endogenous codon in the nucleotide sequence with
a histidine codon. In one embodiment, the hydrophilic frame
comprises a nucleotide sequence that encodes the amino acid
sequence selected from the group consisting of SEQ ID NO:
76, SEQ ID NO: 78, SEQ ID NO: 80, and a combination
thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of D6-6 (EYSSSS; SEQ ID NO: 81), D6-13 (GYSSSWY;
SEQ ID NO:83), and D6-19 (GYSSGWY; SEQ ID NO:85),
and the human D gene segment further comprises a modifi-
cation that replaces at least one endogenous codon in the
nucleotide sequence with a histidine codon. In one embodi-
ment, the hydrophilic frame comprises a nucleotide sequence
that encodes the amino acid sequence selected from the group
consisting of SEQ ID NO: 82, SEQ ID NO: 84, SEQ ID NO:
86, SEQ ID NO: 76, and a combination thereof.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
D7-27 (NWG), and the human D gene segment further com-
prises a modification that replaces at least one endogenous
codon in the nucleotide sequence a histidine codon.

In one embodiment, the hydrophilic frame of the human D
gene segment comprises a nucleotide sequence that encodes
the amino acid sequence selected from the group consisting
of SEQIDNO: 46, SEQ ID NO: 48, SEQ ID NO: 50, SEQID
NO: 52, SEQ ID NO: 54, SEQ ID NO: 56, SEQ ID NO: 58,
SEQ ID NO: 60, SEQ ID NO: 62, SEQ ID NO: 64, SEQ ID
NO: 66, SEQ ID NO: 68, SEQ ID NO: 70, SEQ ID NO: 72,
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SEQ ID NO: 74, SEQ ID NO: 76, SEQ ID NO: 78, SEQ ID
NO: 80, SEQ ID NO: 82, SEQ ID NO: 84, SEQ ID NO: 86,
and a combination thereof.

In one embodiment, the unrearranged heavy chain variable
region nucleotide sequence comprising the inverted human D
gene segment is operably linked to a human or non-human
heavy chain constant region nucleotide sequence that
encodes an immunoglobulin isotype selected from IgM, IgD,
IgG, IgE, and IgA.

In one embodiment, the human unrearranged immunoglo-
bulin heavy chain variable region nucleotide sequence is
operably linked to a human or non-human heavy chain con-
stant region nucleotide sequence selected from a Cpl, a
hinge, a C,2, a C,3, and a combination thereof. In one
embodiment, the heavy chain constant region nucleotide
sequence comprises a C,1, a hinge, a C,2, and a C.;3 (i.e.,
Cy1-hinge-C,2-C.3).

In one embodiment, a heavy chain constant region nucle-
otide sequence is present at an endogenous locus (i.e., where
the nucleotide sequence is located in a wild-type non-human
animal) or present ectopically (e.g., at a locus different from
the endogenous immunoglobulin chain locus in its genome,
or within its endogenous locus, e.g., within an immunoglo-
bulin variable locus, wherein the endogenous locus is placed
or moved to a different location in the genome).

In one embodiment, the heavy chain constant region nucle-
otide sequence comprises a modification in a C,2 or a C,3,
wherein the modification increases the affinity of the heavy
chain constant region amino acid sequence to FcRn in an
acidic environment (e.g., in an endosome where pH ranges
from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a modification at position
250 (e.g., E or Q); 250 and 428 (e.g., L or F); 252 (e.g.,
L/Y/F/W orT), 254 (e.g.,SorT),and 256 (e.g., S/R/Q/E/D or
T); or a modification at position 428 and/or 433 (e.g., L/R/S/
P/Q or K) and/or 434 (e.g., H/F or Y); or a modification at
position 250 and/or 428; or a modification at position 307 or
308 (e.g., 308F, V308F), and 434. In one embodiment, the
modification comprises a 4281 (e.g., M428L) and 434S (e.g.,
N434S) modification; a 4281, 2591 (e.g., V259I), and 308F
(e.g., V308F) modification; a 433K (e.g., H433K) and a 434
(e.g., 434Y) modification; a 252, 254, and 256 (e.g., 252Y,
254T, and 256E) modification; a 250Q and 4281 modification
(e.g., T250Q and M4281); and a 307 and/or 308 modification
(e.g., 308F or 308P), wherein the modification increases the
affinity of the heavy chain constant region amino acid
sequence to FcRn in an acidic environment (e.g., in an endo-
some where pH ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C;,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 252 and 257, wherein the modification
increases the affinity of the human C,,2 amino acid sequence
to FcRn in an acidic environment (e.g., in an endosome where
pH ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C;,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 307 and 311, wherein the modification
increases the affinity of the C2 amino acid sequence to FcRn
in an acidic environment (e.g., in an endosome where pH
ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C,3 amino acid sequence,
wherein the C,,3 amino acid sequence comprises at least one
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modification between amino acid residues at positions 433
and 436, wherein the modification increases the affinity of the
C.3 amino acid sequence to FcRn in an acidic environment
(e.g., in an endosome where pH ranges from about 5.5 to
about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M428L, N434S, and a combination
thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M428L.,, V2591, V308F, and a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising an N434 A mutation.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M252Y, S254T, T256FE, and a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of T250Q, M248L, or both.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of H433K, N434Y, or both.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises: (1) a first allele, wherein the unrear-
ranged human immunoglobulin heavy chain variable region
nucleotide sequence as described herein is operably linked to
a first heavy chain constant region nucleotide sequence
encoding a first CH; amino acid sequence of a human IgG
selected from 1gG1, 1gG2, IgG4, and a combination thereof;
and (2) a second allele, wherein the unrearranged human
immunoglobulin heavy chain variable region nucleotide
sequence as described herein is operably linked to a second
heavy chain constant region nucleotide sequence encoding a
second C,3 amino acid sequence of the human IgG selected
from IgGl, IgG2, IgG4, and a combination thereof, and
wherein the second CH; amino acid sequence comprises a
modification that reduces or eliminates binding for the second
CH, amino acid sequence to Protein A (see, for example, US
2010/0331527A1, which is incorporated by reference herein
in its entirety).

In one embodiment, the second CH; amino acid sequence
comprises an H95R modification (by IMGT exon numbering;
H435R by EU numbering). In one embodiment the second
CH,; amino acid sequence further comprises an Y96F modi-
fication (by IMGT exon numbering; H436F by EU). In
another embodiment, the second CH; amino acid sequence
comprises both an H95R modification (by IMGT exon num-
bering; H435R by EU numbering) and an Y96F modification
(by IMGT exon numbering; H436F by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG1l and further comprises a
mutation selected from the group consisting of D16E, L18M,
N44S, K52N, V57M, and V821 (IMGT; D356E, L38M,
N3848S, K392N, V397M, and V4221 by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG2 and further comprises a
mutation selected from the group consisting of N44S, K52N,
and V821 (IMGT: N384S, K392N, and V4221 by EU).
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In one embodiment, the second CH; amino acid sequence
is from a modified human IgG4 and further comprises a
mutation selected from the group consisting of Q15R, N44S,
K52N, V57M, R69K, E79Q, and V821 (IMGT: Q355R,
N3848,K392N, V397M, R409K, E419Q, and V4221 by EU).

In one embodiment, the heavy chain constant region amino
acid sequence is a non-human constant region amino acid
sequence, and the heavy chain constant region amino acid
sequence comprises one or more of any of the types of modi-
fications described above.

In one embodiment, the heavy chain constant region nucle-
otide sequence is a human heavy chain constant region amino
acid sequence, and the human heavy chain constant region
amino acid sequence comprises one or more of any of the
types of modifications described above.

In one embodiment, all or substantially all endogenous V ,
D, and J; gene segments are deleted from an immunoglobulin
heavy chain locus or rendered non-functional (e.g., via inser-
tion of a nucleotide sequence (e.g., an exogenous nucleotide
sequence) in the immunoglobulin locus or via non-functional
rearrangement, or inversion, of the endogenous V, D, J,,
segments). In one embodiment, e.g., about 80% or more,
about 85% or more, about 90% or more, about 95% or more,
about 96% or more, about 97% or more, about 98% or more,
or about 99% or more of all endogenous V,, D, or J,; gene
segments are deleted or rendered non-functional. In one
embodiment, e.g., at least 95%, 96%, 97%, 98%, or 99% of
endogenous functional V, D, or J gene segments are deleted or
rendered non-functional.

In one embodiment, the genetically modified locus com-
prises a modification that deletes or renders non-functional all
or substantially all endogenous V, D, and J;, gene segments;
and the genomic locus comprises the genetically modified,
unrearranged human heavy chain variable region nucleotide
sequence comprising a substitution of at least one endog-
enous non-histidine codon with a histidine codon in at least
one reading frame. In one embodiment, the genetically modi-
fied, unrearranged immunoglobulin heavy chain variable
gene sequence is present at an endogenous location (i.e.,
where the nucleotide sequence is located in a wild-type non-
human animal) or present ectopically (e.g., at alocus different
from the endogenous immunoglobulin chain locus in its
genome), or within its endogenous locus, e.g., within an
immunoglobulin variable locus, wherein the endogenous
locus is placed or moved to a different location in the genome.

In one embodiment, the genetically modified locus com-
prises an endogenous Adaméa gene, Adam6b gene, or both,
and the genetic modification does not affect the expression
and/or function of the endogenous Adamé6a gene, Adam6b
gene, or both.

In one embodiment, the genetically modified locus com-
prises an ectopically present Adaméa gene, Adam6b gene, or
both. In one embodiment, the Adam6a gene is a non-human
Adamo6a gene. In one embodiment, the Adam6a gene is a
mouse Adamoéa gene. In one embodiment, the Adam6a gene
is a human Adam6a gene. In one embodiment, the Adam6b
gene is a non-human Adamé6b gene. In one embodiment, the
Adam6b gene is a mouse Adam6b gene. In one embodiment,
the Adam6b gene is a human Adam6b gene.

In one embodiment, the genetically modified immunoglo-
bulin locus further comprises a humanized, unrearranged A
and/or k light chain variable gene sequence. In one embodi-
ment, the humanized, unrearranged A and/or x light chain
variable gene sequence is operably linked to an immunoglo-
bulin light chain constant region nucleotide sequence
selected from a A light chain constant region nucleotide
sequence and a ¥ light chain constant region nucleotide
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sequence. In one embodiment, the humanized, unrearranged
A light chain variable region nucleotide sequence is operably
linked to a A light chain constant region nucleotide sequence.
In one embodiment, the A light chain constant region nucle-
otide sequence is a mouse, rat, or human sequence. In one
embodiment, the humanized, unrearranged « light chain vari-
able region nucleotide sequence is operably linked to a i light
chain constant region nucleotide sequence. In one embodi-
ment, the k light chain constant region nucleotide sequence is
a mouse, rat, or human sequence.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an unrearranged light chain variable
gene sequence that contains at least one modification that
introduces at least one histidine codon in at least one reading
frame encoding a light chain variable domain. In one embodi-
ment, the genetically modified immunoglobulin locus com-
prises a rearranged (e.g., a rearranged A or K V/J sequence)
sequence that comprises one, two, three, or four codons for
histidine in a light chain CDR. In one embodiment, the CDR
is a selected from a CDR1, CDR2, CDR3, and a combination
thereof. In one embodiment, the unrearranged or rearranged
light chain variable region nucleotide sequence is an unrear-
ranged or rearranged human A or x light chain variable region
nucleotide sequence. In one embodiment, the unrearranged or
rearranged human A or x light chain variable region nucle-
otide sequence is present at an endogenous mouse immuno-
globulin light chain locus. In one embodiment, the mouse
immunoglobulin light chain locus is a mouse K locus. In one
embodiment the mouse immunoglobulin light chain locus is
a mouse A locus.

In one embodiment, the genetically modified immunoglo-
bulin locus as described herein is present in an immunoglo-
bulin heavy chain locus of a mouse. In one embodiment, the
genetically modified immunoglobulin locus is present in a
humanized immunoglobulin heavy chain locus in a VELOCI-
MMUNE® mouse.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein exhibits a weaker antigen binding at an
acidic environment (e.g., at a pH of about 5.5 to about 6.0)
than a corresponding wild-type heavy chain variable domain
without the genetic modification.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein has
at least about 2-fold, at least about 3-fold, at least about
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4-fold, at least about 5-fold, at least about 10-fold, at least
about 15-fold, at least about 20-fold, at least about 25-fold, or
atleast about 30-fold decrease in dissociative half-life (t, ;) at
an acidic pH (e.g., pH of about 5.5 to about 6.0) as compared
to the dissociative half-life (t, ,) of the antigen-binding pro-
tein at a neutral pH (e.g., pH of about 7.0 to about 7.4).

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein is
characterized by improved pH-dependent recyclability,
enhanced serum half-life, or both as compared with a wild-
type antigen-binding protein without the genetic modifica-
tion.

In one embodiment, the genetically modified immunoglo-
bulin locus described herein comprises a B cell population
that, upon stimulation with an antigen of interest, is capable of
producing antigen-binding proteins, e.g., antibodies, com-
prising a heavy chain variable domain comprising one or
more histidine residues. The antigen-binding proteins as
described herein when administered into a subject, exhibits
an increased serum half-life over a corresponding wild-type
antigen-binding protein, which possesses a similar or suffi-
ciently similar amino acid sequence that encodes the heavy
chain variable domain but does not comprise a histidine resi-
due in the heavy chain variable domain. In some embodi-
ments, the antigen-binding protein described herein exhibits
an increased serum half-life that is at least about 2-fold, at
least about 5-fold, at least about 10-fold, at least about
15-fold, at least about 20-fold higher than the corresponding
wild-type antigen-binding protein, which possesses a similar
or sufficiently similar amino acid sequence that encodes the
heavy chain variable domain but does not comprise a histidine
residue in the heavy chain variable domain.

In one aspect, a method for making a non-human animal
comprising a genetically modified immunoglobulin heavy
chain variable locus is provided, comprising:

(a) modifying a genome of'a non-human animal to delete or
render non-functional endogenous immunoglobulin heavy
chain V, D, and J gene segments (e.g., via insertion of a
nucleotide sequence (e.g., an exogenous nucleotide
sequence) in the immunoglobulin locus or via non-functional
rearrangement or inversion of endogenous V., D, J,, seg-
ments); and

(b) placing in the genome a human V, D, and I, gene
segment, wherein at least one of the human D gene segment
has been inverted 5' to 3' with respect to a corresponding
wild-type sequence, and wherein at least one reading frame of
the inverted human D gene segment comprises a histidine
codon.

In one embodiment, the non-human animal is a mammal,
including a rodent, e.g., a mouse, a rat, or a hamster

In one embodiment, the genetically modified immunoglo-
bulin locus is present in a germline genome.

In one embodiment, the genetically modified immunoglo-
bulin locus encodes an immunoglobulin heavy chain variable
domain comprising one or more, 2 or more, 3 or more, 4 or
more, 5 or more, 6 or more, 7 or more, 8 or more, 9 or more,
10 or more, 11 or more, 12 or more, 13 or more, 14 or more,
15 or more, 16 or more, 17 or more, 18 or more, 19 or more,
20 or more, 21 or more, 22 or more, 23 or more, 24 or more,
25 or more, 26 or more, 27 or more, 28 or more, 29 or more,
30 ormore, 31 or more, 32 or more, 33 or more, or 34 or more
of histidine residues.

In one embodiment, at least two, at least three, at least four,
at least five, at least six, at least seven, at least eight, at least
nine, at least ten, at least eleven, at least twelve, at least
thirteen, at least fourteen, at least fifteen, at least sixteen, at
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least seventeen, at least eighteen, at least nineteen, at least
twenty, at least twenty one, at least twenty two, at least twenty
three, at least twenty four, or all or substantially all of func-
tional human D gene segments have inverted orientation with
respect to corresponding wild type sequences.

In one embodiment, all or substantially all of endogenous
immunoglobulin V, D, I, gene segments are deleted from
the immunoglobulin heavy chain locus or rendered non-func-
tional (e.g., via insertion of a nucleotide sequence, e.g., exog-
enous nucleotide sequence, in the immunoglobulin locus or
via non-functional rearrangement or inversion of all, or sub-
stantially all, endogenous immunoglobulin V, D, I, seg-
ments), and the genetically modified immunoglobulin locus
comprises a human V, D, and J,, gene segments, wherein at
least one of the human D gene segment is present in an
inverted orientation with respect to a corresponding wild type
sequence, and wherein at least one reading frame in the
inverted human D gene segment comprises at least one histi-
dine codon.

In one embodiment, the inverted human D gene segment is
operably linked to a human V,, gene segment, and/or human
J,; gene segment

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to wild type
sequences is selected from the group consisting of D1-1,
D1-7,D1-20,D1-26,D2-2,D2-8,D2-15,D2-21, D3-3,D3-9,
D3-10, D3-16, D3-22, D4-4, D4-11, D4-17, D4-23, DS5-5,
D5-12, D5-18, D5-24, D6-6, D6-13, D6-19, D7-27, and a
combination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is a D1 gene segment selected from the
group consisting of D1-1, D1-7, D1-20, D1-26, and a com-
bination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is a D2 gene segment selected from the
group consisting of D2-2, D2-8, D2-15, D2-21, and a com-
bination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is a D3 gene segment selected from the
group consisting of D3-3, D3-9, D3-10, D3-16, D3-22, and a
combination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is a D4 gene segment selected from the
group consisting of D4-4, D4-11, D4-17, D4-23, and a com-
bination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is a D5 gene segment selected from the
group consisting of D5-5, D5-12, D5-18, D5-24, and a com-
bination thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is a D6 gene segment selected from the
group consisting of D6-6, D6-13, D6-19, and a combination
thereof.

In one embodiment, the human D gene segment that is
present in the inverted orientation relative to a corresponding
wild type sequence is D7-27.

Inone embodiment, the reading frame of the human D gene
segment is selected from a stop reading frame, a hydrophilic
reading frame, a hydrophobic reading frame, and a combina-
tion thereof.
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In one embodiment, the unrearranged heavy chain variable
region nucleotide sequence comprising the inverted human D
gene segment is operably linked to a human or non-human
heavy chain constant region nucleotide sequence that
encodes an immunoglobulin isotype selected from IgM, IgD,
IgG, IgE, and IgA.

In one embodiment, the human unrearranged immunoglo-
bulin heavy chain variable region nucleotide sequence is
operably linked to a human or non-human heavy chain con-
stant region nucleotide sequence selected from a Cpl, a
hinge, a C,2, a C,3, and a combination thereof. In one
embodiment, the heavy chain constant region nucleotide
sequence comprises a C1, a hinge, a C,2, and a C3 (i.e.,
Cy1-hinge-C.2-C,3).

In one embodiment, a heavy chain constant region nucle-
otide sequence is present at an endogenous locus (i.e., where
the nucleotide sequence is located in a wild-type non-human
animal) or present ectopically (e.g., at a locus different from
the endogenous immunoglobulin chain locus in its genome,
or within its endogenous locus, e.g., within an immunoglo-
bulin variable locus, wherein the endogenous locus is placed
or moved to a different location in the genome).

In one embodiment, the heavy chain constant region nucle-
otide sequence comprises a modification in a C,2 or a C,3,
wherein the modification increases the affinity of the heavy
chain constant region amino acid sequence to FcRn in an
acidic environment (e.g., in an endosome where pH ranges
from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a modification at position
250 (e.g., E or Q); 250 and 428 (e.g., L or F); 252 (e.g.,
L/Y/F/W orT), 254 (e.g.,SorT),and 256 (e.g., S/R/Q/E/D or
T); or a modification at position 428 and/or 433 (e.g., L/R/S/
P/Q or K) and/or 434 (e.g., H/F or Y); or a modification at
position 250 and/or 428; or a modification at position 307 or
308 (e.g., 308F, V308F), and 434. In one embodiment, the
modification comprises a 4281 (e.g., M428L) and 434S (e.g.,
N434S) modification; a 4281, 2591 (e.g., V259I), and 308F
(e.g., V308F) modification; a 433K (e.g., H433K) and a 434
(e.g., 434Y) modification; a 252, 254, and 256 (e.g., 252Y,
254T, and 256E) modification; a 250Q and 4281 modification
(e.g., T250Q and M4281); and a 307 and/or 308 modification
(e.g., 308F or 308P), wherein the modification increases the
affinity of the heavy chain constant region amino acid
sequence to FcRn in an acidic environment (e.g., in an endo-
some where pH ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C;,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 252 and 257, wherein the modification
increases the affinity of the human C,,2 amino acid sequence
to FcRn in an acidic environment (e.g., in an endosome where
pH ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C;,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 307 and 311, wherein the modification
increases the affinity of the C2 amino acid sequence to FcRn
in an acidic environment (e.g., in an endosome where pH
ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C,3 amino acid sequence,
wherein the C,,3 amino acid sequence comprises at least one
modification between amino acid residues at positions 433
and 436, wherein the modification increases the affinity of the
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C.3 amino acid sequence to FcRn in an acidic environment
(e.g., in an endosome where pH ranges from about 5.5 to
about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M428L, N434S, and a combination
thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M428L.,, V2591, V308F, and a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising an N434 A mutation.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of M252Y, S254T, T256FE, and a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of T250Q, M248L, or both.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human heavy chain constant region
amino acid sequence comprising a mutation selected from the
group consisting of H433K, N434Y, or both.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises: (1) a first allele, wherein the unrear-
ranged human immunoglobulin heavy chain variable region
nucleotide sequence as described herein is operably linked to
a first heavy chain constant region nucleotide sequence
encoding a first CH; amino acid sequence of a human IgG
selected from 1gG1, 1gG2, IgG4, and a combination thereof;
and (2) a second allele, wherein the unrearranged human
immunoglobulin heavy chain variable region nucleotide
sequence as described herein is operably linked to a second
heavy chain constant region nucleotide sequence encoding a
second C,3 amino acid sequence of the human IgG selected
from IgGl, IgG2, IgG4, and a combination thereof, and
wherein the second CH; amino acid sequence comprises a
modification that reduces or eliminates binding for the second
CH,; amino acid sequence to Protein A (see, for example, US
2010/0331527A1, which is incorporated by reference herein
in its entirety).

In one embodiment, the second CH; amino acid sequence
comprises an H95R modification (by IMGT exon numbering;
H435R by EU numbering). In one embodiment the second
CH,; amino acid sequence further comprises an Y96F modi-
fication (by IMGT exon numbering; H436F by EU). In
another embodiment, the second CH; amino acid sequence
comprises both an H95R modification (by IMGT exon num-
bering; H435R by EU numbering) and an Y96F modification
(by IMGT exon numbering; H436F by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG1l and further comprises a
mutation selected from the group consisting of D16E, L18M,
N44S, K52N, V57M, and V821 (IMGT; D356E, L38M,
N3848S, K392N, V397M, and V4221 by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG2 and further comprises a
mutation selected from the group consisting of N44S, K52N,
and V821 (IMGT: N384S, K392N, and V4221 by EU).

In one embodiment, the second CH; amino acid sequence
is from a modified human IgG4 and further comprises a
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mutation selected from the group consisting of Q15R, N44S,
K52N, V57M, R69K, E79Q, and V821 (IMGT: Q355R,
N3848,K392N, V397M, R409K, E419Q, and V4221 by EU).

In one embodiment, the heavy chain constant region amino
acid sequence is a non-human constant region amino acid
sequence, and the heavy chain constant region amino acid
sequence comprises one or more of any of the types of modi-
fications described above.

In one embodiment, the heavy chain constant region nucle-
otide sequence is a human heavy chain constant region amino
acid sequence, and the human heavy chain constant region
amino acid sequence comprises one or more of any of the
types of modifications described above.

In one embodiment, all or substantially all endogenous V ,
D, and J; gene segments are deleted from an immunoglobulin
heavy chain locus or rendered non-functional (e.g., via inser-
tion of a nucleotide sequence (e.g., an exogenous nucleotide
sequence) in the immunoglobulin locus or via non-functional
rearrangement, or inversion, of the endogenous V, D, J,,
segments). In one embodiment, e.g., about 80% or more,
about 85% or more, about 90% or more, about 95% or more,
about 96% or more, about 97% or more, about 98% or more,
or about 99% or more of all endogenous V, D, or ], gene
segments are deleted or rendered non-functional. In one
embodiment, e.g., at least 95%, 96%, 97%, 98%, or 99% of
endogenous functional V, D, or J gene segments are deleted or
rendered non-functional.

In one embodiment, the genetically modified immunoglo-
bulin heavy chain locus comprises a modification that deletes
or renders, all or substantially all, non-functional endogenous
V. D, and J;, gene segments; and the genetically modified
locus comprises an unrearranged heavy chain variable region
nucleotide sequence comprising at least one inverted human
D gene segment as described herein wherein the unrear-
ranged heavy chain variable region nucleotide sequence is
present at an endogenous location (i.e., where the nucleotide
sequence is located in a wild-type non-human animal) or
present ectopically (e.g., at a locus different from the endog-
enous immunoglobulin chain locus in its genome, or within
its endogenous locus, e.g., within an immunoglobulin vari-
able locus, wherein the endogenous locus is placed or moved
to a different location in the genome).

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an endogenous Adam6a gene, Adam6b
gene, or both, and the genetic modification does not affect the
expression and/or function of the endogenous Adamoéa gene,
Adam6b gene, or both.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an ectopically present Adamo6a gene,
Adam6b gene, or both. In one embodiment, the Adamé6a gene
is a non-human Adamé6a gene. In one embodiment, the
Adamo6a gene is a mouse Adamo6a gene. In one embodiment,
the Adam6a gene is a human Adam6a gene. In one embodi-
ment, the Adam6b gene is a non-human Adam6b gene. In one
embodiment, the Adam6b gene is a mouse Adamo6b gene. In
one embodiment, the Adam6b gene is ahuman Adam6b gene.

In one embodiment, the genetically modified immunoglo-
bulin locus further comprises a humanized, unrearranged A
and/or k light chain variable gene sequence. In one embodi-
ment, the humanized, unrearranged A and/or x light chain
variable gene sequence is operably linked to an immunoglo-
bulin light chain constant region nucleotide sequence
selected from a A light chain constant region nucleotide
sequence and a ¥ light chain constant region nucleotide
sequence. In one embodiment, the humanized, unrearranged
A light chain variable region nucleotide sequence is operably
linked to a A light chain constant region nucleotide sequence.
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In one embodiment, the A light chain constant region nucle-
otide sequence is a mouse, rat, or human sequence. In one
embodiment, the humanized, unrearranged « light chain vari-
able region nucleotide sequence is operably linked to a i light
chain constant region nucleotide sequence. In one embodi-
ment, the k light chain constant region nucleotide sequence is
a mouse, rat, or human sequence.

In one embodiment, the genetically modified immunoglo-
bulin locus comprises an unrearranged light chain variable
gene sequence that contains at least one modification that
introduces at least one histidine codon in at least one reading
frame encoding a light chain variable domain. In one embodi-
ment, the genetically modified immunoglobulin locus com-
prises a rearranged (e.g., a rearranged A or K V/J sequence)
sequence that comprises one, two, three, or four codons for
histidine in a light chain CDR. In one embodiment, the CDR
is a selected from a CDR1, CDR2, CDR3, and a combination
thereof. In one embodiment, the unrearranged or rearranged
light chain variable region nucleotide sequence is an unrear-
ranged or rearranged human A or x light chain variable region
nucleotide sequence. In one embodiment, the unrearranged or
rearranged human A or x light chain variable region nucle-
otide sequence is present at an endogenous mouse immuno-
globulin light chain locus. In one embodiment, the mouse
immunoglobulin light chain locus is a mouse K locus. In one
embodiment, the mouse immunoglobulin light chain locus is
amouse immunoglobulin light chain locus is a mouse A locus.

In one embodiment, the genetically modified immunoglo-
bulin locus as described herein is present in an immunoglo-
bulin heavy chain locus of a mouse. In one embodiment, the
genetically modified immunoglobulin locus is present in a
humanized immunoglobulin heavy chain locus in a VELOCI-
MMUNE® mouse.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein exhibits a weaker antigen binding at an
acidic environment (e.g., at a pH of about 5.5 to about 6.0)
than a corresponding wild-type heavy chain variable domain
without the genetic modification.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein has
at least about 2-fold, at least about 3-fold, at least about
4-fold, at least about 5-fold, at least about 10-fold, at least
about 15-fold, at least about 20-fold, at least about 25-fold, or
atleast about 30-fold decrease in dissociative half-life (t, ;) at
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an acidic pH (e.g., pH of about 5.5 to about 6.0) as compared
to the dissociative half-life (t, ,) of the antigen-binding pro-
tein at a neutral pH (e.g., pH of about 7.0 to about 7.4).

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein is
characterized by improved pH-dependent recyclability,
enhanced serum half-life, or both as compared with a wild-
type antigen-binding protein without the genetic modifica-
tion.

In one embodiment, the genetically modified immunoglo-
bulin locus described herein comprises an enriched B cell
population that, upon stimulation with an antigen of interest,
is capable of producing antigen-binding proteins, e.g., anti-
bodies, comprising a heavy chain variable domain compris-
ing one or more histidine residues. The antigen-binding pro-
teins as described herein, when administered into a subject,
exhibits an increased serum half-life over a corresponding
wild-type antigen-binding protein, which possesses a similar
or sufficiently similar amino acid sequence that encodes the
heavy chain variable domain but does not comprise a histidine
residue in the heavy chain variable domain. In some embodi-
ments, the antigen-binding protein described herein exhibits
an increased serum half-life that is at least about 2-fold, at
least about 5-fold, at least about 10-fold, at least about
15-fold, at least about 20-fold higher than the corresponding
wild-type antigen-binding protein, which possesses a similar
or sufficiently similar amino acid sequence that encodes the
heavy chain variable domain but does not comprise a histidine
residue in the heavy chain variable domain.

In one aspect, a method for making a non-human animal
that is capable of producing an immunoglobulin heavy chain
variable domain with enhanced serum half-life and/or
enhanced pH-dependent recyclability is provided, compris-
ing

(a) modifying a genome of'a non-human animal to delete or
render non-functional endogenous immunoglobulin heavy
chain V, D, and J gene segments (e.g., via insertion of a
nucleotide sequence (e.g., an exogenous nucleotide
sequence) in the immunoglobulin locus or via non-functional
rearrangement or inversion of endogenous V,, D, J,; seg-
ments); and

(b) placing in the genome an unrearranged human heavy
chain variable region nucleotide sequence, wherein the unre-
arranged heavy chain variable region nucleotide sequence
comprises an addition of least one histidine codon or a sub-
stitution of at least one endogenous non-histidine codon with
a histidine codon, and wherein an antigen-binding protein
comprising the immunoglobulin heavy chain variable domain
produced by the non-human animal exhibits enhanced serum
half-life and/or enhanced pH-dependent recyclability as com-
pared to a wild-type immunoglobulin heavy chain domain.

In one embodiment, the non-human animal, upon contact
with an antigen, can produce an enriched population of B cell
repertoire that expresses an antigen-binding protein with
enhanced serum half-life and/or enhanced pH-dependent
recyclability, wherein the enriched B cell population com-
prises any genetic modifications as described herein.

In one embodiment, an antigen-binding protein produced
by the genetically modified non-human animal is character-
ized by sufficient affinity to an antigen of interest at a neutral
pH (e.g., pH of about 7.0 to about 7.4) and enhanced disso-
ciation of the antibody from an antigen-antigen-binding pro-
tein complex at a pH less than the neutral pH (e.g., at an
endosomal pH, e.g. pH of about 5.5 to 6.0).

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
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cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein has
at least about 2-fold, at least about 3-fold, at least about
4-fold, at least about 5-fold, at least about 10-fold, at least
about 15-fold, at least about 20-fold, at least about 25-fold, or
atleast about 30-fold decrease in dissociative half-life (t, ;) at
an acidic pH (e.g., pH of about 5.5 to about 6.0) as compared
to the dissociative half-life (t, ,) of the antigen-binding pro-
tein at a neutral pH (e.g., pH of about 7.0 to about 7.4).

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein is
characterized by improved pH-dependent recyclability,
enhanced serum half-life, or both as compared with a wild-
type antigen-binding protein without the genetic modifica-
tion.

In one embodiment, the genetically modified immunoglo-
bulin locus described herein comprises a an enriched B cell
population that, upon stimulation with an antigen of interest,
is capable of producing antigen-binding proteins, e.g., anti-
bodies, comprising a heavy chain variable domain compris-
ing one or more histidine residues. The antigen-binding pro-
teins as described herein when administered into a subject,
exhibits an increased serum half-life over a corresponding
wild-type antigen-binding protein, which possesses a similar
or sufficiently similar amino acid sequence that encodes the
heavy chain variable domain but does not comprise a histidine
residue in the heavy chain variable domain. In some embodi-
ments, the antigen-binding protein described herein exhibits
an increased serum half-life that is at least about 2-fold, at
least about 5-fold, at least about 10-fold, at least about
15-fold, at least about 20-fold higher than the corresponding
wild-type antigen-binding protein, which possesses a similar
or sufficiently similar amino acid sequence that encodes the
heavy chain variable domain but does not comprise a histidine
residue in the heavy chain variable domain.

In one embodiment, the antigen-binding protein comprises
an immunoglobulin heavy chain variable domain that is
capable of specifically binding an antigen of interest with an
affinity (K,) lower than 1075, 1077, 107, 107°, 1079, 1074,
and 107'2 at a neutral pH (e.g., pH of about 7.0 to about 7.4).

In one aspect, a method for obtaining an antigen-binding
protein with enhanced recyclability and/or improved serum
half-life is provided, comprising:

(a) immunizing a non-human animal having a genetically
modified immunoglobulin locus as described herein wherein
the non-human animal comprises an unrearranged human
heavy chain variable region nucleotide sequence comprising
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an addition of least one histidine codon or a substitution of at
least one endogenous non-histidine codon with a histidine
codon;

(b) allowing the non-human animal to mount an immune
response;

(c) harvesting a lymphocyte (e.g., a B cell) from the immu-
nized non-human animal;

(d) fusing the lymphocyte with a myeloma cell to form a
hybridoma cell, and

(e) obtaining an antigen-binding protein produced by the
hybridoma cell, wherein the antigen-binding protein exhibits
enhanced recyclability and/or serum stability.

In one aspect, a genetically modified immunoglobulin
heavy chain locus obtainable by any of the methods as
described herein is provided.

In one aspect, a genetically modified non-human animal
obtainable by any of the methods as described herein is pro-
vided.

In various embodiments, the non-human animal is a mam-
mal. In one embodiment, the mammal is a rodent, e.g., a
mouse, a rat, or a hamster.

In various embodiments, the genetically modified immu-
noglobulin loci as described herein are present in the germline
genome of a non-human animal, e.g., a mammal, e.g., a
rodent, e.g., a mouse, a rat, or a hamster.

BRIEF DESCRIPTION OF THE DRAWINGS

FIGS. 1A and 1B illustrate the amino acid sequences
encoded by the three reading frames (i.e., stop, hydrophilic,
and hydrophobic reading frames) of human D gene segments
(D) and the amino acid sequences encoded by the three read-
ing frames of histidine-substituted human D gene segments
(HD). Introduction of histidine codons (typed in bold) in the
hydrophilic reading frame also changed many stop codons in
the stop reading frame to Ser codons (typed in bold) but
introduced few changes in the hydrophobic reading frame.
The “*” symbol represents a stop codon, and the comma
between the two SEQ ID NOs indicates that there are two
amino acid sequences separated by the stop codon.

FIG. 2 illustrates schemes for targeting p[.Ma0174 con-
taining a spectinomycin selection cassette into the 5' end of
MAID 1116 (Step 1. BHR (Spec)). In Step 1, a chlorampheni-
col selection cassette, a neomycin selection cassette, a loxP
site, two V, gene segments (hV,,1-3 and hV,,1-2), thehuman
Adam6 gene, all of which are located upstream of hV,6-1,
were deleted from the clone and replaced by a spectinomycin
cassette to yield the V1433 clone. In Step 2 (BHR (Hyg+
Spec)), pNTu0002 containing a hygromycin cassette flanked
by FRT sites was targeted into a region comprising human
immunoglobulin D gene segments. Via Step 2, all human D
gene segments were deleted from V1433 and replaced with
the hygromycin cassette to yield MAID6011 VI 434 (clone
D).

FIG. 3 illustrates schemes for assembling histidine-substi-
tuted human D gene segments via sequential ligation.

FIG. 4 illustrates the introduction of pre-assembled, histi-
dine-substituted human D gene segments containing a neo-
mycin cassette into a region between the most D-proximal V,
gene segment (V6-1) and the most D-proximal J,, gene
segment (J,1) via enzyme-mediated digestion (PI-Scel and
1-Ceul) and ligation. This process removes the hygromycin
cassette from MAID 6011 V1434 and introduces pre-as-
sembled human histidine-substituted D gene segments into
the clone. Bacterial cells comprising a successfully targeted
clone are selected based on both neomycin and spectinomy-
cin resistance. The resulting clone (MAID6012 V1469) com-
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prises, from 5'to 3', (1) a spectinomycin selection cassette, (2)
a 50 kb arm comprising a human V,, gene segment (V;6-1),
(3) a neomycin cassette flanked by loxP sites, (4) human D
gene segments containing histidine substitutions (HD 1.1-6.6
(9586 bp; SEQ ID NO: 1), HD 1.7-6.13 (9268 bp; SEQ 1D
NO: 2), HD 1.14-6.19 (9441 bp; SEQ ID NO: 3), and HD
1.20-6.25, 1.26 (11592 bp; SEQ ID NO: 4)), (5) about 25 kb
of'a genomic region containing human J,, gene segments, (6)
a mouse E, sequence (SEQ ID NO: 5; an intronic enhancer
that promotes V to DJ;, rearrangement in developing B
cells), and (7) a mouse IgM constant region nucleotide
sequence (mIgM exon 1; SEQ ID NO: 7).

FIG. 5 illustrates schemes for deleting the human immu-
noglobulin heavy chain D gene region from the MAID 1460
heterozygous ES cells by targeting the 129 strain-derived
chromosome of MAID 1460 het with the hygromycin selec-
tion cassette in MAID 6011 V1434.

FIG. 6 shows a list of primers and probes used to confirm a
loss of allele (LOA), a gain of allele (GOA), or a parental
allele (Parental) in the screening assays for identifying MAID
6011.

FIG. 7 illustrates schemes for constructing MAID 6012 het
by targeting MAID 6011 heterozygous ES cells with MAID
6012 V1469. Electroporation of the MAID 6012 V1469 con-
struct into the MAID 6011 heterozygous ES cells yielded
MAID 6012 heterozygous ES cells in which the 129 strain-
derived chromosome is modified to contain, from 5' to 3'
direction, an FRT site, human V,, gene segments, a mouse
genomic region comprising adamé6 genes, a floxed neomycin
selection cassette, human D gene segments comprising histi-
dine substitutions (HD 1.1-6.6 (9586 bp; SEQ ID NO: 1), HD
1.7-6.13 (9268 bp; SEQ ID NO: 2), HD 1.14-6.19 (9441 bp;
SEQ ID NO: 3), and HD 1.20-6.25, 1.26 (11592 bp; SEQ ID
NO: 4)), human J;, gene segments, amouse E, sequence (SEQ
ID NO: 5; an intronic enhancer that promotes V,, to DI,
rearrangement in developing B cells), and a mouse IgM con-
stant region nucleotide sequence (mIgM exon 1; SEQ ID NO:
D.

FIG. 8 shows a list of primers and probes used to confirm a
loss of allele (LOA), a gain of allele (GOA), or a parental
allele (Parental) in the screening assay for identifying MAID
6012.

FIG. 9 illustrates schemes for removing a neomycin cas-
sette from MAID 6012 heterozygous ES cells. Electropora-
tion of a Cre-expressing plasmid into the MAID 6012 ES cells
lead to recombination and deletion of the floxed neomycin
cassette, yielding MAID 6013 heterozygous ES cells.

FIGS. 10A-10E illustrate human D gene segment nucle-
otide sequences with translations for each of the six reading
frames, i.e., three reading frames for direct 5' to 3' orientation
and three reading frames for inverted orientation (3' to 5'
orientation). The “*” symbol represents a stop codon, and the
comma between two SEQ ID NOs indicates that there are two
amino acid sequences separated by the stop codon.

FIGS. 11-13 illustrate mRNA sequences and their encoded
protein sequences expressed by 6013 FO heterozygous mice,
which comprise histidine-substituted human D gene seg-
ments (HD 1.1-6.6 (9586 bp; SEQ ID NO: 1), HD 1.7-6.13
(9268 bp; SEQ ID NO: 2), HD 1.14-6.19 (9441 bp; SEQ ID
NO: 3), and HD 1.20-6.25, 1.26 (11592 bp; SEQ ID NO: 4))
in the immunoglobulin heavy chain locus in their 129 strain-
derived chromosome. The boxed sequences in each figure
indicate the presence of histidine codons in the CDR3
sequences derived from the genetically modified immunoglo-
bulin heavy chain locus comprising the histidine-substituted
human D gene segments. FWR represents frame region and
CDR represents complementarity determining region. In the
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alignment, the dot “”” indicates a sequence identical to the
query sequence, and the dash “-” indicates a gap in the

sequence.

FIG. 14 illustrates histidine incorporation frequency in
immunoglobulin heavy chain CDR3 sequences. The X-axis
represents the number of histidine codons appeared in each
CDR3 sequence, and the Y-axis represents the corresponding
proportion of reads. The “6013 FO het” indicates CDR3
sequences expressed by the 6013 heterozygous mice com-
prising histidine-substituted D gene segments. The “V13-
Adam6” indicates CDR3 sequences obtained from control
mice comprising human V,, D, and ], gene segments without
the histidine modification as described herein. The “ASAP”
indicates CDR3 sequences obtained from the Regeneron anti-
body database, which was used as another control.

DETAILED DESCRIPTION OF THE INVENTION

This invention is not limited to particular methods, and
experimental conditions described, as such methods and con-
ditions may vary. It is also to be understood that the terminol-
ogy used herein is for the purpose of describing particular
embodiments only, and is not intended to be limiting, since
the scope of the present invention is defined by the claims.

Unless defined otherwise, all terms and phrases used herein
include the meanings that the terms and phrases have attained
in the art, unless the contrary is clearly indicated or clearly
apparent from the context in which the term or phrase is used.
Although any methods and materials similar or equivalent to
those described herein can be used in the practice or testing of
the present invention, particular methods and materials are
now described. All publications mentioned are hereby incor-
porated by reference

DEFINITIONS

The term “complementary determining region” or “CDR,”
as used herein, includes an amino acid sequence encoded by
a nucleic acid sequence of an organism’s immunoglobulin
genes that normally (i.e., in a wild type animal) appears
between two framework regions in a variable region of a light
or a heavy chain of an immunoglobulin molecule (e.g., an
antibody or a T cell receptor). A CDR can be encoded by, for
example, a germline sequence or a rearranged sequence, and,
for example, by a naive or a mature B cell or a T cell. A CDR
can be somatically mutated (e.g., vary from a sequence
encoded in an animal’s germline), humanized, and/or modi-
fied with amino acid substitutions, additions, or deletions. In
some circumstances (e.g., for a CDR3), CDRs can be
encoded by two or more sequences (e.g., germline sequences)
that are not contiguous (e.g., in an unrearranged nucleic acid
sequence) but are contiguous in a B cell nucleic acid
sequence, e.g., as a result of splicing or connecting the
sequences (e.g., V-D-J recombination to form a heavy chain
CDR3).

The term “dissociative half-life” or “t;,” as used herein
refers to the value calculated by the following formula: t, ,
(min)=(In2/k;)/60, wherein k, represents a dissociation rate
constant.

The term “germline” in reference to an immunoglobulin
nucleic acid sequence includes a nucleic acid sequence that
can be passed to progeny.

The phrase “heavy chain,” or “immunoglobulin heavy
chain” includes an immunoglobulin heavy chain sequence,
including immunoglobulin heavy chain constant region
sequence, from any organism. Heavy chain variable domains
include three heavy chain CDRs and four FR regions, unless
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otherwise specified. Fragments of heavy chains include
CDRs, CDRs and FRs, and combinations thereof. A typical
heavy chain has, following the variable domain (from N-ter-
minal to C-terminal), a C,1 domain, a hinge, a C;;2 domain,
and a C,3 domain. A functional fragment of a heavy chain
includes a fragment that is capable of specifically recognizing
an epitope (e.g., recognizing the epitope with a K, in the
micromolar, nanomolar, or picomolar range), that is capable
of expressing and secreting from a cell, and that comprises at
least one CDR. Heavy chain variable domains are encoded by
variable region nucleotide sequence, which generally com-
prises V, Dy, and I, segments derived from a repertoire of
Vi, Dy, and I, segments present in the germline. Sequences,
locations and nomenclature for V, D, and J heavy chain seg-
ments for various organisms can be found in IMGT database,
which is accessible via the internet on the world wide web
(www) at the URL “imgt.org.”

The phrase “light chain” includes an immunoglobulin light
chain sequence from any organism, and unless otherwise
specified includes human kappa (k) and lambda (A) light
chains and a VpreB, as well as surrogate light chains. Light
chain variable domains typically include three light chain
CDRs and four framework (FR) regions, unless otherwise
specified. Generally, a full-length light chain includes, from
amino terminus to carboxyl terminus, a variable domain that
includes FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4, and a
light chain constant region amino acid sequence. Light chain
variable domains are encoded by the light chain variable
region nucleotide sequence, which generally comprises light
chain V; and light chain J, gene segments, derived from a
repertoire of light chain V and J gene segments present in the
germline. Sequences, locations and nomenclature for light
chain V and J gene segments for various organisms can be
found in IMGT database, which is accessible via the internet
on the world wide web (www) at the URL “imgt.org.” Light
chains include those, e.g., that do not selectively bind either a
first or a second epitope selectively bound by the epitope-
binding protein in which they appear. Light chains also
include those that bind and recognize, or assist the heavy
chain with binding and recognizing, one or more epitopes
selectively bound by the epitope-binding protein in which
they appear.

The phrase “operably linked” refers to a relationship
wherein the components operably linked function in their
intended manner. In one instance, a nucleic acid sequence
encoding a protein may be operably linked to regulatory
sequences (e.g., promoter, enhancer, silencer sequence, etc.)
s0 as to retain proper transcriptional regulation. In one
instance, a nucleic acid sequence of an immunoglobulin vari-
able region (or V(D)J segments) may be operably linked to a
nucleic acid sequence of an immunoglobulin constant region
s0 as to allow proper recombination between the sequences
into an immunoglobulin heavy or light chain sequence.

The phrase “somatically mutated,” as used herein, includes
reference to a nucleic acid sequence from a B cell that has
undergone class-switching, wherein the nucleic acid
sequence of an immunoglobulin variable region, e.g., a heavy
chain variable region (e.g., a heavy chain variable domain or
including a heavy chain CDR or FR sequence) in the class-
switched B cell is not identical to the nucleic acid sequence in
the B cell prior to class-switching, such as, for example a
difference in a CDR or a framework nucleic acid sequence
between a B cell that has not undergone class-switching and
a B cell that has undergone class-switching. The phrase
“somatically mutated” includes reference to nucleic acid
sequences from affinity-matured B cells that are not identical
to corresponding immunoglobulin variable region nucleotide
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sequences in B cells that are not affinity-matured (i.e.,
sequences in the genome of germline cells). The phrase
“somatically matured” also includes reference to an immu-
noglobulin variable region nucleic acid sequence from a B
cell after exposure of the B cell to an epitope of interest,
wherein the nucleic acid sequence differs from the corre-
sponding nucleic acid sequence prior to exposure of the B cell
to the epitope of interest. The term “somatically mutated”
also refers to sequences from antibodies that have been gen-
erated in an animal, e.g., a mouse having human immunoglo-
bulin variable region nucleic acid sequences, in response to an
immunogen challenge, and that result from the selection pro-
cesses inherently operative in such an animal.

Non-Human Animals that Express Immunoglobulin Heavy
Chain Variable Domain Comprising Histidine Residues

The described invention provides genetically modified
non-human animals that can produce antigen-binding pro-
teins with pH-dependent antigen binding characteristics. In
various embodiments, the antigen-binding proteins produced
by the genetically modified non-human animals as described
herein exhibit increased pH-dependent recycling efficiency
and/or enhanced serum half-life. In particular, the described
invention employs genetic modifications in the immunoglo-
bulin heavy chain locus to introduce histidine codons into a
human heavy chain variable region nucleotide sequence and,
optionally, to introduce a mutation(s) in a constant region
nucleotide sequence that encodes C,2 and/or C,3 domains
that increases the binding of the antibody constant region to
an FcRn receptor, which facilitates recycling of the antigen-
binding protein. Antigen-binding proteins comprising the
modification may more loosely bind its target in an acidic
intracellular compartment (e.g., in an endosome where pH
ranges from about 5.5 to about 6.0) than in an extracellular
environment or at the surface of a cell (i.e., at a physiological
pH, e.g., a pH ranging from about 7.0 to about 7.4) due to
protonated histidine residues located in the antigen binding
sites. Therefore, the antigen-biding proteins comprising the
genetic modifications as described herein would be able to be
recycled more rapidly or efficiently than wild-type antigen-
binding proteins that do not comprise such genetic modifica-
tions following target-mediated endocytosis. Furthermore,
since the modified histidine residues are protonated only in an
acidic environment, but not at a neutral pH, it is expected that
such modification would not affect binding affinity and/or
specificity of the antigen-binding protein toward an antigen of
interest at a physiological pH.

In various aspects, non-human animals are provided com-
prising immunoglobulin heavy chain loci that comprise an
unrearranged human heavy chain variable region nucleotide
sequence, wherein the unrearranged human heavy chain vari-
able region nucleotide sequence comprises an addition of
least one histidine codon or a substitution of at least one
endogenous non-histidine codon with a histidine codon.

In various aspects, methods of making and using the non-
human animals are also provided. When immunized with an
antigen of interest, the genetically modified non-human ani-
mals are capable of generating B cell populations that pro-
duce antigen-binding proteins comprising heavy chain vari-
able domains with histidine residues, wherein the antigen-
binding proteins exhibit enhanced pH-dependent recycling
and/or increased serum half-life. In various embodiments, the
non-human animals generate B cell populations that express
human heavy chain variable domains along with cognate
human light chain variable domains. In various embodiments,
the genetically modified immunoglobulin heavy chain loci
are present in a germline genome of the non-human animal.
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In various embodiments, the genetically modified immu-
noglobulin heavy chain locus comprises a modification that
deletes or renders, all or substantially all, non-functional
endogenous V,, D, and J,, gene segments; and the genetically
modified locus comprises an unrearranged heavy chain vari-
able region nucleotide sequence comprising one or more
human V, D, and/or J; gene segments having one or more
histidine codons, wherein the unrearranged heavy chain vari-
able region nucleotide sequence is present at an endogenous
location (i.e., where the nucleotide sequence is located in a
wild-type non-human animal) or present ectopically (e.g., at
alocus different from the endogenous immunoglobulin chain
locus in its genome, or within its endogenous locus, e.g.,
within an immunoglobulin variable locus, wherein the endog-
enous locus is placed or moved to a different location in the
genome). In one embodiment, e.g., about 80% or more, about
85% or more, about 90% or more, about 95% or more, about
96% or more, about 97% or more, about 98% or more, or
about 99% or more of all endogenous heavy chain V, D, or J
gene segments are deleted or rendered non-functional. In one
embodiment, e.g., at least 95%, 96%, 97%, 98%, or 99% of
endogenous functional heavy chain V, D, or J gene segments
are deleted or rendered non-functional.

In one embodiment, the non-human animal is a mammal.
Although embodiments directed to introducing histidine
codons into an unrearranged human heavy chain variable
gene sequence in a mouse are extensively discussed herein,
other non-human animals are also provided that comprise a
genetically modified immunoglobulin locus containing an
unrearranged human heavy chain variable region nucleotide
sequence comprising an addition of least one histidine codon
or a substitution of at least one endogenous non-histidine
codon with a histidine codon. Such non-human animals
include any of those which can be genetically modified to
express the histidine-containing heavy chain variable domain
as disclosed herein, including, e.g., mouse, rat, rabbit, pig,
bovine (e.g., cow, bull, buffalo), deer, sheep, goat, chicken,
cat, dog, ferret, primate (e.g., marmoset, rhesus monkey), etc.
For example, for those non-human animals for which suitable
genetically modifiable ES cells are not readily available,
other methods are employed to make a non-human animal
comprising the genetic modification. Such methods include,
e.g., modifying a non-ES cell genome (e.g., a fibroblast or an
induced pluripotent cell) and employing somatic cell nuclear
transfer (SCNT) to transfer the genetically modified genome
to a suitable cell, e.g., an enucleated oocyte, and gestating the
modified cell (e.g., the modified oocyte) in a non-human
animal under suitable conditions to form an embryo. Methods
for modifying a non-human animal genome (e.g., a pig, cow,
rodent, chicken, etc. genome) include, e.g., employing a zinc
finger nuclease (ZFN) or a transcription activator-like effec-
tor nuclease (TALEN) to modity a genome to include a nucle-
otides sequence that encodes

In one embodiment, the non-human animal is a small mam-
mal, e.g., of the superfamily Dipodoidea or Muroidea. In one
embodiment, the genetically modified animal is a rodent. In
one embodiment, the rodent is selected from a mouse, a rat,
and a hamster. In one embodiment, the rodent is selected from
the superfamily Muroidea. In one embodiment, the geneti-
cally modified animal is from a family selected from Calomy-
scidae (e.g., mouse-like hamsters), Cricetidae (e.g., hamster,
New World rats and mice, voles), Muridae (true mice and rats,
gerbils, spiny mice, crested rats), Nesomyidae (climbing
mice, rock mice, with-tailed rats, Malagasy rats and mice),
Platacanthomyidae (e.g., spiny dormice), and Spalacidae
(e.g., mole rates, bamboo rats, and zokors). In a specific
embodiment, the genetically modified rodent is selected from
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atrue mouse or rat (family Muridae), a gerbil, a spiny mouse,
and a crested rat. In one embodiment, the genetically modi-
fied mouse is from a member of the family Muridae. In one
embodiment, the animal is a rodent. In a specific embodi-
ment, the rodent is selected from a mouse and a rat. In one
embodiment, the non-human animal is a mouse.

In one embodiment, the non-human animal is a rodent that
is a mouse of a C57BL strain selected from CS57BL/A,
C57BL/An, C57BL/GrFa, C57BL/KalLwN, C57BL/6,
C57BL/6], C57BL/6ByJ, C57BL/6N, C57BL/6NJ, C57BL/
10, CS57BL/10ScSn, CS57BL/10Cr, and CS57BL/Ola. In
another embodiment, the mouse is a 129 strain. In one
embodiment, the 129 strain is selected from the group con-
sisting of 129P1, 129P2, 129P3, 129X1, 12951 (e.g., 129S1/
SV, 12981/Svim), 12982, 12984, 12985, 129S9/SvEvH,
12986 (129/SvEvTac), 12987, 12988, 129T1, 12972 (see,
e.g., Festing etal. (1999) Revised nomenclature for strain 129
mice, Mammalian Genome 10:836, see also, Auerbach et al.
(2000) Establishment and Chimera Analysis of 129/SvEv-
and C57BL/6-Derived Mouse Embryonic Stem Cell Lines).
In one embodiment, the genetically modified mouse is a mix
of an aforementioned 129 strain and an aforementioned
C57BL strain (e.g., a C57BL/6 strain). In another embodi-
ment, the mouse is a mix of aforementioned 129 strains, or a
mix of aforementioned C57BL/6 strains. In one embodiment,
the 129 strain of the mix is a 12986 (129/SvEvTac) strain. In
another embodiment, the mouse is a mix of a 129/SvEv- and
a C57BL/6-derived strain. In a specific embodiment, the
mouse is amix of a 129/SvEv- and a C57BL/6-derived strain
as described in Auerbach et al. 2000 Bio Techniques 29:1024-
1032. In another embodiment, the mouse is a BALB strain,
e.g., BALB/c strain. In another embodiment, the mouse is a
mix of a BALB strain (e.g., BALB/c strain) and another
aforementioned strain.

In one embodiment, the non-human animal is a rat. In one
embodiment, the rat is selected from a Wistar rat, an LEA
strain, a Sprague Dawley strain, a Fischer strain, F344, F6,
and Dark Agouti. In one embodiment, the rat strain is a mix of
two or more of a strain selected from the group consisting of
Wistar, LEA, Sprague Dawley, Fischer, F344, F6, and Dark
Agouti.

In one embodiment, the non-human animal is a mouse. In
one embodiment, the mouse is a VELOCIMMUNE® human-
ized mouse.

VELOCIMMUNE® humanized mice (see, e.g., U.S. Pat.
No. 6,596,541, U.S. Pat. No. 7,105348, and
US20120322108A1, which are incorporated herein by refer-
ence in their entireties), which contain a precise replacement
of mouse immunoglobulin variable regions with human
immunoglobulin variable regions at the endogenous mouse
loci, display a surprising and remarkable similarity to wild-
type mice with respect to B cell development. VELOCIM-
MUNE® humanized mice display an essentially normal,
wild-type response to immunization that differed only in one
significant respect from wild-type mice—the variable regions
generated in response to immunization are fully human.

VELOCIMMUNE® humanized mice contain a precise,
large-scale replacement of germline variable region nucle-
otide sequences of mouse immunoglobulin heavy chain (IgH)
and immunoglobulin light chain (e.g., K light chain, Igi) with
corresponding human immunoglobulin variable region
nucleotide sequences, at the endogenous loci (see, e.g., U.S.
Pat. No. 6,596,541, U.S. Pat. No. 7,105,348, US
20120322108A1, which are incorporated herein by reference
in their entireties). In total, about six megabases of mouse loci
are replaced with about 1.5 megabases of human genomic
sequence. This precise replacement results in a mouse with
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hybrid immunoglobulin loci that make heavy and light chains
that have a human variable regions and a mouse constant
region. The precise replacement of mouse V,-D-J,, and V-
Jx segments leave flanking mouse sequences intact and func-
tional at the hybrid immunoglobulin loci. The humoral
immune system of the mouse functions like that of a wild-
type mouse. B cell development is unhindered in any signifi-
cant respect and a rich diversity of human variable regions is
generated in the mouse upon antigen challenge.

VELOCIMMUNE® humanized mice are possible because
immunoglobulin gene segments for heavy and k light chains
rearrange similarly in humans and mice, which is not to say
that their loci are the same or even nearly so—clearly they are
not. However, the loci are similar enough that humanization
of the heavy chain variable gene locus can be accomplished
by replacing about three million base pairs of contiguous
mouse sequence that contains all the V, D, and I, gene
segments with about one million bases of contiguous human
genomic sequence covering basically the equivalent
sequence from a human immunoglobulin locus.

In some embodiments, further replacement of certain
mouse constant region nucleotide sequences with human
constant region nucleotide sequences (e.g., replacement of
mouse heavy chain C,1 nucleotide sequence with human
heavy chain C1 nucleotide sequence, and replacement of
mouse light chain constant region nucleotide sequence with
human light chain constant region nucleotide sequence)
results in mice with hybrid immunoglobulin loci that make
antibodies that have human variable regions and partly
human constant regions, suitable for, e.g., making fully
human antibody fragments, e.g., fully human Fab’s. Mice
with hybrid immunoglobulin loci exhibit normal variable
gene segment rearrangement, normal somatic hypermutation
frequencies, and normal class switching. These mice exhibit
ahumoral immune system that is indistinguishable from wild
type mice, and display normal cell populations at all stages of
B cell development and normal lymphoid organ structures—
even where the mice lack a full repertoire of human variable
region nucleotide segments. Immunizing these mice results in
robust humoral responses that display a wide diversity of
variable gene segment usage.

The precise replacement of the mouse germline variable
region nucleotide sequence allows for making mice that have
partly human immunoglobulin loci. Because the partly
human immunoglobulin loci rearrange, hypermutate, and
class switch normally, the partly human immunoglobulin loci
generate antibodies in a mouse that comprise human variable
regions. Nucleotide sequences that encode the variable
regions can be identified and cloned, then fused (e.g., in an in
vitro system) with any sequences of choice, e.g., any immu-
noglobulin isotype suitable for a particular use, resulting in an
antibody or antigen-binding protein derived wholly from
human sequences.

In various embodiments, at least one histidine codon is
present in an unrearranged heavy chain variable region nucle-
otide sequence that encodes an N-terminal region, a loop 4
region, a CDR1, a CDR2, a CDR3, or a combination thereof.

In various embodiments, at least one histidine codon is
present in an unrearranged heavy chain variable region nucle-
otide sequence that encodes a framework region (FR)
selected from the group consisting of FR1, FR2, FR3, and
FRA4.

Invarious aspects, the genetically modified immunoglobu-
lin locus comprises a nucleotide sequence wherein at least
one codon has been replaced with a histidine codon.

Invarious aspects, the genetically modified immunoglobu-
lin locus comprises an unrearranged human heavy chain vari-
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able region nucleotide sequence comprising a substitution of
at least one endogenous non-histidine codon with a histidine
codon.

In one embodiment, 2 or more, 3 or more, 4 or more, 5 or
more, 6 or more, 7 or more, 8§ or more, 9 or more, 10 or more,
11 or more, 12 or more, 13 or more, 14 or more, 15 or more,
16 or more, 17 or more, 18 or more, 19 or more, 20 or more,
21 or more, 22 or more, 23 or more, 24 or more, 25 or more,
26 or more, 27 or more, 28 or more, 29 or more, 30 or more,
31 or more, 32 or more, 33 or more, 34 or more, 35 or more,
36 or more, 37 or more, 38 or more, 39 or more, 40 or more,
41 or more, 42 or more, 43 or more, 44 or more, 45 or more,
46 or more, 47 or more, 48 or more, 49 or more, 50 or more,
51 or more, 52 or more, 53 or more, 54 or more, 55 or more,
56 or more, 57 or more, 58 or more, 59 or more, 60 or more,
or 61 or more of the endogenous non-histidine codons are
replaced with histidine codons.

Previous studies on reading frame usage of human immu-
noglobulin D gene segments have shown that, of the three
reading frames (i.e., stop, hydrophobic, and hydrophilic), the
stop frame is used very infrequently. Apparently, some stop
frames are chewed back and result in expression. However,
stop reading frames are used at such a low frequency that for
the purposes of engineering histidine codons, it is more effi-
cient not to use the stop reading frame. As between hydro-
philic and hydrophobic reading frames, the hydrophilic read-
ing frame appears to be preferred. Thus, in one embodiment,
the hydrophilic reading frame of human D gene segments is
engineered to contain one or more histidine codons (as com-
pared with the stop frame or with the hydrophobic frame).

Methods of introducing a mutation in vitro, e.g., site-di-
rected mutagenesis, are well known in the art. In some
embodiments of the described invention, histidine codons are
enriched by designing histidine-substituted human D gene
segments in silico (e.g., mutation of Y, D, and N codons to H
codons, e.g., CAT, CAC), which are synthesized (e.g., chemi-
cal synthesis) with (unique) restriction enzyme sites for ligat-
ing them back together. The synthesized D gene segments are
made with the appropriate recombination signal sequences
(RSS) upstream and downstream. In one embodiment, when
ligated to one another, the synthesized histidine-substituted D
gene segments include the intergenic sequences observed in a
human between each D gene segment.

Itis understood that the codons that encode the one or more
histidines, upon rearrangement and/or somatic hypermuta-
tion, may change such that one or more of the histidines will
be changed to another amino acid. However, this may not
occur for each and every codon encoding histidine, in each
and every rearrangement in the non-human animal. If such
changes occur, the changes may occur in some but not all B
cells or in some but not all heavy chain variable sequences.

In various aspects, the genetically modified immunoglobu-
lin locus comprises a human heavy chain V, D, and J gene
segment, wherein at least one of the human D gene segment
has been inverted 5' to 3' with respect to a corresponding
wild-type sequence, and wherein at least one reading frame of
the inverted human D gene segment comprises a histidine
codon.

In various embodiments, the nucleotide sequence com-
prises one or more, 2 or more, 3 or more, 4 or more, 5 or more,
6 or more, 7 or more, 8 or more, 9 or more, 10 or more, 11 or
more, 12 or more, 13 or more, 14 or more, 15 or more, 16 or
more, 17 or more, 18 or more, 19 or more, 20 or more, 21 or
more, 22 or more, 23 or more, 24 or more, or 25 or more of
histidine codons.

There are 25 functional human D gene segments in 6 fami-
lies of 3-5 members each (one family—the D7 family—has a
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single member). Direct recombination of human D gene seg-
ments is much more frequent than inversion, although
inverted reading frames exhibit more histidine codons. Cer-
tain D gene segments and reading frames are used more
frequently than others. All three direct reading frames and all
three inverted orientation reading frames for all the functional
D gene segments are presented in FIGS. 10A-10E. As shown
in FIGS. 10A-10E, there are many more histidine codons in
inverted reading frames than in direct reading frames. More
specifically, there are 34 histidines in inverted reading frames
and only four in direct reading frames. In addition, of the four
in direct reading frames, three histidines are encoded by
pseudogenes or present in alternate alleles. Therefore, there is
only a single direct reading frame of a germline human D
gene segment that contains a histidine codon, with further
histidine codons possibly encountered in alternate alleles
(presumably in subsets of the human population).

Inverted D rearrangements are extremely rare. Tuaillon et
al. (J. Immunol., 154(12): 5453-6465, incorporated by refer-
ence herein in its entirety) showed that usage of inverted
reading frames (as measured by limiting dilution PCT) is very
rare, i.e., that the ratio of direct to indirect rearrangements are,
in most cases, 100 to 1000. To the extent that the ratio of direct
to indirect rearrangement was low, it was only observed in
those D segments that exhibit very low usage. It was also
shown that D gene segment family 7, which is located adja-
cent to J1 (far down from other D family members) is mostly
used in fetuses, but exhibits a low usage in adults (Schroeder
et al., Immunology 30, 2006, 119-135, incorporated by ref-
erence herein in its entirety). Therefore, in one embodiment,
D family 7 sequences are not inverted 5' to 3'.

In one embodiment, at least two, at least three, at least four,
at least five, at least six, at least seven, at least eight, at least
nine, at least ten, at least eleven, at least twelve, at least
thirteen, at least fourteen, at least fifteen, at least sixteen, at
least seventeen, at least eighteen, at least nineteen, at least
twenty, at least twenty one, at least twenty two, at least twenty
three, at least twenty four, or all or substantially all of the
human functional D gene segments are inverted 5' to 3' with
respect to corresponding wild type sequences.

In one embodiment, the human immunoglobulin heavy
chain variable domain comprising at least one non-naturally
occurring histidine residue exhibits pH-dependent antigen
binding characteristics. For example, an antibody comprising
the modified immunoglobulin heavy chain variable domain
binds a target with sufficient affinity at around a neutral pH
(e.g., pH of about 7.0 to about 7.4), but either does not bind or
binds weaker to the same target at an acidic pH (e.g., pH of
about 5.5 to about 6.0). In one embodiment, the acidic pH is
selected from about 5.5, about 5.6, about 5.7, about 5.8, about
5.9, and about 6.0. In one embodiment, the neutral pH is
selected from about 7.0, about 7.1, about 7.2, about 7.3, and
about 7.4.

In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
2 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t,,,) of less than
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1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 25°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin heavy chain locus as
described herein has a dissociative half-life (t, ,) of less than
1 min atanacidic pH (e.g., pH of about 5.5 to about 6.0) at 37°
C. In one embodiment, an antigen-binding protein compris-
ing a heavy chain variable domain expressed by the geneti-
cally modified immunoglobulin locus as described herein has
at least about 2-fold, at least about 3-fold, at least about
4-fold, at least about 5-fold, at least about 10-fold, at least
about 15-fold, at least about 20-fold, at least about 25-fold, or
atleast about 30-fold decrease in dissociative half-life (t, ;) at
an acidic pH (e.g., pH of about 5.5 to about 6.0) as compared
to the dissociative half-life (t, ,) of the antigen-binding pro-
tein at a neutral pH (e.g., pH of about 7.0 to about 7.4).

In one embodiment, antigen binding proteins comprising
the genetically modified human immunoglobulin heavy chain
variable domain is capable of specifically binding an antigen
of interest with an affinity (K,,) lower than 1075, 1077, 107%,
10~ or 107'°, 107!, 1072 at a neutral or physiological pH
(pH of about 7.0 to about 7.4).

The altered binding property of the immunoglobulin heavy
chain variable domain atan acidic pH (e.g., pH of about 5.5 to
about 6.0) would, in some circumstances, allow faster turn-
over of the antibody because the therapeutic antibody will
bind a target on a cell’s surface, be internalized into an endo-
some, and more readily or more rapidly dissociate from the
target in the endosome, so that the therapeutic can be recycled
to bind yet another molecule of target present in another cell.
This would allow one to administer a therapeutic antibody at
a lower dose, or administer the therapeutic antibody less
frequently. This is particularly useful in a situation where it is
not desirable to administer a therapeutic antibody frequently,
or administer at a level above a certain dosage for safety or
toxicity reasons.

In various embodiments, the human immunoglobulin
heavy chain variable region nucleotide sequence as described
herein is operably linked to a human or non-human heavy
chain constant region nucleotide sequence (e.g., a heavy
chain constant region nucleotide sequence that encodes an
immunoglobulin isotype selected from IgM, IgD, IgG, IgE,
and IgA). In various embodiments, the human or non-human
heavy chain constant region nucleotide sequence is selected
from the group consisting ofa C,,1, ahinge, a Cp,, a Cpp5, and
a combination thereof. In one embodiment, the constant
region nucleotide sequence comprises a C,1, a hinge, a C2,
and a C;3 (e.g., Cl-hinge-a C,2-C.3).

In various embodiments, the heavy chain constant region
nucleotide sequence is present at an endogenous locus (i.e.,
where the nucleotide sequence is located in a wild-type non-
human animal) or present ectopically (e.g., at alocus different
from the endogenous immunoglobulin chain locus in its
genome, or within its endogenous locus, e.g., within an
immunoglobulin variable locus, wherein the endogenous
locus is placed or moved to a different location in the
genome).

In one embodiment, the heavy chain constant region nucle-
otide sequence comprises a modification in a C,2 or a C,3,
wherein the modification increases the affinity of the heavy
chain constant region amino acid sequence to FcRn in an
acidic environment (e.g., in an endosome where pH ranges
from about 5.5 to about 6.0).

The neonatal Fc receptor for IgG (FcRn) has been well
characterized in the transfer of passive humoral immunity
from a mother to her fetus across the placenta and proximal
small intestine (Roopenian, D. and Akilesh, S., Nat. Rev.
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Immun., 2007,7:715-725, which is incorporated by reference
herein in its entirety). FcRn binds to the Fc portion of IgG at
a site that is distinct from the binding sites of the classical
FeyRs or the Clq component of complement, which initiates
the classical pathway of complement activation. More spe-
cifically, it was shown that FcRn binds the C.2-C;,3 hinge
region of IgG antibodies—a versatile region of Fc that also
binds Staphylococcal protein A, Streptococcal protein G, and
the rheumatoid factor. In contrast to other Fc-binding pro-
teins, however, FcRn binds the Fc region of IgG in a strictly
pH-dependent manner; at physiological pH 7.4, FcRn does
not bind IgG, whereas at the acidic pH of the endosome (e.g.,
where the pH ranges from about 5.5 to about 6.0), FcRn
exhibits a low micromolar to nanomolar affinity for the Fc
region of IgG. This pH-dependent interaction has been shown
to be mediated by the titration of histidine residues in the
C2-C 3 region of IgG and their subsequent interaction with
acidic residue on the surface of FcRn (Roopenian, D. and
Akilesh, S., Nat. Rev. Immun., 2007,7:715-725, incorporated
by reference in its entirety).

Various mutations in the C,2-C.3 region of IgG that can
increase the affinity of Fc region to FcRn at an acidic pH are
known in the art. These include, but are not limited to, modi-
fication at position 250 (e.g., E or Q); 250 and 428 (e.g., L or
F); 252 (e.g., L/Y/F/WorT), 254 (e.g.,SorT), and 256 (e.g.,
S/R/Q/E/D or T); or a modification at 428 and/or 433 (e.g.,
L/R/S/P/QorK)and/or434 (e.g., H/F orY); or amodification
at 250 and/or 428; or a modification at 307 or 308 (e.g., 308F,
V308F), and 434. In another example, the modification can
comprise a428L (e.g., M4281.) and 434S (e.g., N434S) modi-
fication; a 4281, 2591 (e.g., V259I), and 308F (e.g., V308F)
modification; a 433K (e.g., H433K) and a 434 (e.g., 434Y)
modification; a 252, 254, and 256 (e.g., 52Y, 254T, and 256E)
modification; a 250Q and 428 modification, or a combina-
tion thereof.

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C;,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 252 and 257, wherein the modification
increases the affinity of the human C,2 amino acid sequence
to FcRn in an acidic environment (e.g., in an endosome where
pH ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C;,2 amino acid sequence
comprising at least one modification between amino acid
residues at positions 307 and 311, wherein the modification
increases the affinity ofthe C,,2 amino acid sequence to FcRn
in an acidic environment (e.g., in an endosome where pH
ranges from about 5.5 to about 6.0).

In one embodiment, the heavy chain constant region nucle-
otide sequence encodes a human C,3 amino acid sequence,
wherein the C,3 amino acid sequence comprises at least one
modification between amino acid residues at positions 433
and 436, wherein the modification increases the affinity of the
C.3 amino acid sequence to FcRn in an acidic environment
(e.g., in an endosome where pH ranges from about 5.5 to
about 6.0).

In one embodiment, the human constant region amino acid
sequence encoded by the heavy chain constant region nucle-
otide sequence described herein comprises a mutation
selected from the group consisting of M428L,, N434S, and a
combination thereof. In one embodiment, the human constant
region amino acid sequence comprises a mutation selected
from the group consisting of M428L, V2591, V308F, and a
combination thereof. In one embodiment, the human constant
region amino acid sequence comprises an N434A mutation.
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In one embodiment, the human constant region amino acid
sequence comprises a mutation selected from the group con-
sisting of M252Y, S254T, T256E, and a combination thereof.
In one embodiment, the human constant region amino acid
sequence comprises a mutation selected from the group con-
sisting of T250Q, M248L, or both. In one embodiment, the
human constant region amino acid sequence comprises a
mutation selected from the group consisting of H433K,
N434Y, or both.

In one embodiment, the heavy chain constant region amino
acid sequence is a non-human constant region amino acid
sequence, and the heavy chain constant region amino acid
sequence comprises one or more of any of the types of modi-
fications described above.

In one embodiment, the heavy chain constant region nucle-
otide sequence is a human heavy chain constant region amino
acid sequence, and the human heavy chain constant region
amino acid sequence comprises one or more of any of the
types of modifications described above.

EXAMPLES

The following examples are put forth so as to provide those
of ordinary skill in the art with a complete disclosure and
description of how to make and use the present invention, and
are not intended to limit the scope of what the inventors regard
as their invention nor are they intended to represent that the
experiments below are all or the only experiments performed.
Efforts have been made to ensure accuracy with respect to
numbers used (e.g. amounts, temperature, etc.) but some
experimental errors and deviations should be accounted for.
Unless indicated otherwise, parts are parts by weight,
molecular weight is weight average molecular weight, tem-
perature is in degrees Centigrade, and pressure is at or near
atmospheric.

Example 1

Construction of Humanized Immunoglobulin Heavy
Chain Loci Comprising Histidine-Substituted D
Gene Segments

Construction of immunoglobulin heavy chain loci com-
prising histidine-substituted human D gene segments was
carried out by series of homologous recombination reactions
in bacterial cells (BHR) using Bacterial Artificial Chromo-
some (BAC) DNA. Several targeting constructs for creation
of a genetically engineered mouse that expresses a heavy
chain variable domain comprising one or more histidine resi-
dues were generated using VELOCIGENE® genetic engi-
neering technology (see, e.g., U.S. Pat. No. 6,586,251 and
Valenzuela, D. M. etal. (2003), High-throughput engineering
of the mouse genome coupled with high-resolution expres-
sion analysis, Nature Biotechnology 21(6):652-659, which is
incorporated herein by reference in their entireties).

Initially, human D gene segments were synthesized in
silico as four pieces (4 repeats) in which the codons encoding
tyrosine (Y), asparagine (N), serine (S), glycine (G), and
aspartate (D) in the hydrophilic frame were substituted with
histidine codons (hereinafter “histidine-substituted human D
gene segments”, i.e., HD 1.1-6.6 (9586 bp; SEQ ID NO: 1),
HD 1.7-6.13 (9268 bp; SEQ ID NO: 2), HD 1.14-6.19 (9441
bp; SEQ ID NO: 3), and HD 1.20-6.25, 1.26 (11592 bp; SEQ
1D NO: 4) (FIG. 3). The four repeats also contained unique
restriction enzyme sites at the ends for ligating them back
together. The specific location of the histidine substitutions
(labeled in bold type) in each human D gene segment is shown
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in FIGS. 1A and 1B in the column labeled “Hydrophilic.” As
shown in FIG. 1, while the modification introduced histidine
codons in the hydrophilic reading frame, it also changed some
stop codons to serine codons in the “Stop” reading frame. The
modification, however, made few changes in the “Hydropho-
bic” reading frame. The detailed procedure for ligating the
four synthesized D segment repeats is illustrated in FIG. 3
(sequential ligation). The resulting clone contained, from 5'to
3" a 5' mouse homology arm, a floxed neomycin cassette,
human D gene segments comprising histidine substitutions
(i.e., HD 1.1-6.6 (9586 bp; SEQ ID NO: 1), HD 1.7-6.13
(9268 bp; SEQ ID NO: 2), HD 1.14-6.19 (9441 bp; SEQ ID
NO: 3), and HD 1.20-6.25, 1.26 (11592 bp; SEQ ID NO: 4)),
a chloramphenicol selection cassette, and a 3' homology arm.

The following six genetic modifications were carried out in
order to replace the endogenous human D gene segments in
the VELOCIMMUNE® humanized mouse with the histi-
dine-substituted human D gene segments described above.

First, pLMa0174, containing a spectinomycin selection
cassette and an AsiSI restriction site, was targeted into the 5'
end of the MAID 1116 clone (Step 1. BHR (Spec); FIG. 2).
During Step 1, a chloramphenicol selection cassette, a neo-
mycin selection cassette, a loxP site, two V,, gene segments
(hV1-3 and hV1-2), and the human Adam6p gene, all of
which are located 5' upstream of hV,6-1, were deleted from
the MAID 1116 clone and replaced by a spectinomycin cas-
sette to yield the V1433 clone.

Second, in Step 2 (BHR (Hyg+Spec); FIG. 2), pNTu0002
containing a hygromycin cassette flanked by FRT sites was
targeted into a region comprising human immunoglobulin D,,
gene segments. During Step 2, all human heavy chain D gene
segments were deleted from V1433 and replaced with the
hygromycin cassette to yield MAID6011 VI 434 (clone 1).
The modification also introduced the PI-Scel and the I-Ceul
restriction sites atthe 5' and 3' end of the hygromycin cassette.

Third, the genomic region comprising histidine-substi-
tuted human D gene segments (HD 1.1-6.6 (9586 bp; SEQ ID
NO: 1),HD 1.7-6.13 (9268 bp; SEQIDNO: 2), HD 1.14-6.19
(9441 bp; SEQIDNO: 3),and HD 1.20-6.25,1.26 (11592 bp;
SEQ ID NO: 4)) were introduced into a region between the
PI-Scel and the I-Ceul sites of MAID 6011 V1434 via restric-
tion digestion and ligation (PI-Scel/I-Ceul Ligation modified
1116 (Kan+Spec); FIG. 4). This yielded MAID6012 V1469
containing, from 5' to 3', a spectinomycin cassette, about 50
kb ofa genomic region comprising V ,6-1, a floxed neomycin
cassette, about 40 kb of the histidine-substituted human D
gene segments (HD 1.1-6.6 (9586 bp; SEQ ID NO: 1), HD
1.7-6.13 (9268 bp; SEQ ID NO: 2), HD 1.14-6.19 (9441 bp;
SEQ ID NO: 3), and HD 1.20-6.25, 1.26 (11592 bp; SEQ ID
NO: 4)), and about 25 kb of a genomic region containing
human J;, gene segments, followed by a mouse E,(mlgH
intronic enhancer; SEQ ID NO: 5), a mouse switch region
(SEQIDNO: 6), and a mouse IgM constant region nucleotide
sequence (mlgM exon 1; SEQ ID NO: 7). Bacterial cells
containing the modification were selected based on Kanamy-
cin and Spectinomycin selection.

Fourth, MAID 1460 heterozygous mouse ES cells were
targeted with MAID 6011 V1434 via electroporation in order
to remove all endogenous human D gene segments from the
MAID 1460 clone as illustrated in FIG. 5. This yielded MAID
6011 heterozygous mouse ES cells comprising in its immu-
noglobulin heavy chain locus (at the 129 strain-derived chro-
mosome), from 5' to 3', an FRT site, human V, gene seg-
ments, a mouse genomic region encompassing adaméa/b
genes, a hygromycin cassette flanked by FRT sites, and
human J; segments, followed by a mouse E, sequence and an
IgM constant region nucleotide sequence. The genetic modi-
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fication of MAID 6011 (a loss of alleles, a gain of alleles, and
presence of parental alleles) was confirmed by using the
probes and primers as shown in FIG. 6.

Fifth, MAID 6011 heterozygous mouse ES cells were elec-
troporated with MAID 6012 V1469 in order to introduce
histidine-substituted human D gene segments (i.e., HD 1.1-
6.6 (9586 bp; SEQIDNO: 1), HD 1.7-6.13 (9268 bp; SEQ 1D
NO: 2), HD 1.14-6.19 (9441 bp; SEQ ID NO: 3), and HD
1.20-6.25,1.26 (11592 bp; SEQ ID NO: 4)) into MAID 6011.
The targeting step removed the floxed hygromycin selection
cassette from MAID 6011 and replaced the sequence with the
histidine-substituted human D gene segments. This lead to
MAID 6012 hetrozygous ES cells comprising a wild-type
C57BL/6 strain-derived chromosome and a genetically modi-
fied 129 strain-derived chromosome comprising human wild-
type V, and I, gene segments and the histidine-substituted
human D gene segments described herein. In addition, the ES
cells contained a mouse genomic region encompassing
adamo6a/b genes and a floxed neomycin cassette between the
Vg and D segments (FIG. 7). The genetic modification of
MAID 6012 (a loss of alleles, a gain of alleles, and presence
of parental alleles) was confirmed by using the probes and
primers as shown in FIG. 8.

Lastly, MAID 6012 ES cells were electroporated with a
plasmid that expresses a Cre recombinase in order to remove
the neomycin selection cassette from the MAID 6012 ES
cells, resulting in MAID 6013 heterozygous ES cells (FIG. 9).
The final MAID 6013 heterozygous (“MAID 6013 het”) ES
cell contains a wild-type C57BL/6 strain-derived chromo-
some and a genetically modified, 129 strain-derived chromo-
some comprising in its immunoglobulin heavy chain locus,
from 5't0 3, (1) an FRT site; (2) human V, gene segments; (3)
a mouse genomic region encompassing adamoéa/b genes; (4)
afloxed neomycin selection cassette; (5) histidine-substituted
human D gene segments (HD 1.1-6.6 (9586 bp; SEQ ID NO:
1), HD 1.7-6.13 (9268 bp; SEQ ID NO: 2), HD 1.14-6.19
(9441 bp; SEQIDNO: 3), and HD 1.20-6.25, 1.26 (11592 bp;
SEQ ID NO: 4)); (6) human J,, gene segments; followed by
(7) a mouse E, sequence (mlgH intronic enhancer; SEQ ID
NO: 5), (8) a switch region (SEQ ID NO: 6); and (9) a mouse
IgM constant region nucleotide sequence (mIgM exon 1;
SEQ ID NO: 7) as illustrated in FIG. 9.

The targeted ES cells (MAID 6013) described above were
used as donor ES cells and introduced into an 8-cell stage
mouse embryo by the VELOCIMOUSE® method (see, e.g.,
U.S. Pat. No. 7,576,259, U.S. Pat. No. 7,659,442, U.S. Pat.
No. 7,294,754, US 2008-0078000 A1, all of which are incor-
porated by reference herein in their entireties). Mice bearing
the genetically modified immunoglobulin heavy chain locus
comprising the histidine-substituted human heavy chain D
gene segments described herein were identified by genotyp-
ing using the primers and probes set forth in FIG. 8. The
resulting genetically modified FO mouse was crossed to a
wild-type mouse to obtain F1 offspring. F1 pups were geno-
typed, and the F1 pups that are heterozygous for the geneti-
cally modified immunoglobulin locus comprising histidine-
substituted human heavy chain D gene segments were
selected for further characterization.

Example 2

Analysis of Rearranged Heavy Chain Variable
Region Nucleotide Sequences

Next, it was examined whether the genetically modified
mouse comprising histidine-substituted human D gene seg-
ments described herein, i.e., 6013 FO heterozygous mouse,
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which comprises in its germline a 129 strain-derived chromo-
some comprising human V,, I, gene segments, and histidine-
substituted human D gene segments (HD 1.1-6.6 (9586 bp;
SEQ ID NO: 1), HD 1.7-6.13 (9268 bp; SEQ ID NO: 2), HD
1.14-6.19 (9441 bp; SEQID NO: 3), and HD 1.20-6.25, 1.26
(11592 bp; SEQ ID NO: 4), can express rearranged heavy
chain V(D)J sequences comprising one or more histidine
codons derived from the genetically modified immunoglobu-
lin heavy chain locus.

To this end, mRNA sequences encoding IgM heavy chain
variable region were analyzed for the presence of IgM CDR3
sequences derived from the histidine-substituted human D
gene segments via high throughput sequencing. Briefly,
spleens were harvested and homogenized in 1xPBS (Gibco)
using glass slides. Cells were pelleted in a centrifuge (500xg
for 5 minutes), and red blood cells were lysed in ACK Lysis
buffer (Gibco) for 3 minutes. Cells were washed with 1xPBS
and filtered using a 0.7 um cell strainer. B-cells were isolated
from spleen cells using MACS magnetic positive selection for
CD19 (Miltenyi Biotec). Total RNA was isolated from pel-
leted B-cells using the RNeasy Plus kit (Qiagen). PolyA+
mRNA was isolated from total RNA using the Oligotex®
Direct mRNA mini kit (Qiagen).

Double-stranded cDNA was prepared from splenic B cell
mRNA by 5' RACE using the SMARTer™ Pico cDNA Syn-
thesis Kit (Clontech). The Clontech reverse transcriptase and
dNTPs were substituted with Superscript II and dNTPs from
Invitrogen. Heavy chain variable region (V) antibody rep-
ertoires were amplified from the cDNA using primers specific
for IgM constant regions and the SMARTer™ 5' RACE
primer (Table 1). PCR products were cleaned up using a
QIAquick® PCR Purification Kit (Qiagen). A second round
of PCR was done using the same 5' RACE primer and a nested
3' primer specific for the IgM constant regions (Table 2). The
second round PCR products were purified using a SizeSe-
lect™ E-Gel® system (Invitrogen). A third PCR was per-
formed with primers that added 454 adapters and barcodes.
The third round PCR products were purified using Agen-
court® AMPure® XP Beads. Purified PCR products were
quantified by SYBR®-qPCR using a KAPA Library Quanti-
fication Kit (KAPA Biosystems). Pooled libraries were sub-
jected to emulsion PCR (emPCR) using the 454 GS Junior
Titanium Series Lib-A emPCR Kit (Roche Diagnostics) and
bidirectional sequencing using Roche 454 GS Junior instru-
ment according to the manufacturers protocols.

TABLE 1
NAME SEQUENCE
3' mIgM TCTTATCAGACAGGGGGCTCTC (SEQ ID NO: 321)
CH1 outer
TABLE 2
NAME SEQUENCE
3' mIgM GGAAGACATTTGGGAAGGACTG (SEQ ID NO: 322)

CH1 inner

Bioinfomatic Analysis

The 454 sequences were sorted based on the sample bar-
code perfect match and trimmed for quality. Custom D data-
base was created using histidine-substituted human D-gene
segments. Sequences were annotated based on alignment of
rearranged Ig sequences to human germline V and ] gene
segments database using local installation of igblast (NCBI,
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v2.2.25+). Sequences derived from the endogenous mouse
immunoglobulin heavy chain locus were filtered out using
similarity threshold of 90%. A sequence was marked as
ambiguous and removed from analysis when multiple best
hits with identical score were detected. A set of perl scripts
was developed to analyze results and store data in mysql
database. The CDR3 region was defined between conserved
C codon and FGXG motif (SEQ ID NO: 323) for light chains
and WGXG motif (SEQ ID NO: 324) for heavy chains. CDR3
length was determined using only productive antibodies.
Number of histidine codons was calculated for each CDR3
region.

As shown in FIGS. 11-13, the 6013 FO heterozygous mice
expressed a diverse repertoire of rearranged heavy chain vari-

10

80

ous histidine-substituted human D gene segments present in
the genetically modified immunoglobulin heavy chain locus
of the 6013 mice described herein. In addition, as compared
with control mice comprising human V,, D, J,, gene seg-
ments and mouse adam6 genes (VI3-Adam6, US Publication
No. 2012/0322108A1, which is incorporated by reference in
its entirety), the genetically modified 6013 FO heterozygous
mice exhibited a higher frequency of histidine occurrence in
the heavy chain CDR3 sequences (FIG. 14).

While the described invention has been described with
reference to the specific embodiments thereof it should be
understood by those skilled in the art that various changes
may be made and equivalents may be substituted without
departing from the true spirit and scope of the invention. In
addition, many modifications may be made to adopt a par-

15
able region mRNA sequences (rearranged V-D-J sequences) ticular situation, material, composition of matter, process,
encoding one or more histidine codons in CDR3. The process step or steps, to the objective spirit and scope of the
sequencing and alignment data suggested that the histidine described invention. All such modifications are intended to be
codons appeared in CDR3 sequences were derived from vari- within the scope of the claims appended hereto.
SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 324

<210> SEQ ID NO 1

<211> LENGTH: 9586

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<220> FEATURE:

<221> NAME/KEY: misc_feature

<222> LOCATION: (1)..(9586)

<223> OTHER INFORMATION: HD 1.1-6.6

<400> SEQUENCE: 1

tccecgttga agctgacctg cccagagggyg cctgggccca ccccacacac cggggcggaa 60

tgtgtacagg ccececggtcte tgtgggtgtt ccgctaactg gggctcccag tgctcaccce 120

acaactaaag cgagccccag cctccagagce ccccgaagga gatgccgece acaagcccag 180

cccccatcca ggaggcccca gagctcaggg cgccggggca gattctgaac agccccgagt 240

cacggtgggt accactggca cgaccaccgt gagaaaaact gtgtccaaaa ctgtctcctg 300

gccectgetyg gaggeccgege cagagagggg agcagccgcec ccgaacctag gtcectgetcea 360

gctcacacga cccccagcac ccagagcaca acggagtccc cattgaatgg tgaggacggg 420

gaccagggct ccagggggtc atggaagggg ctggacccca tcctactget atggtcccag 480

tgctcctgge cagaactgac cctaccaccg acaagagtcce ctcagggaaa cgggggtcac 540

tggcacctcc cagcatcaac cccaggcagce acaggcataa accccacatc cagagccgac 600

tccaggagca gagacacccce agtaccctgg gggacaccga ccctgatgac tccccactgg 660

aatccacccc agagtccacc aggaccaaag accccgcccce tgtctctgte cctcactcag 720

gacctgctge ggggcgggcece atgagaccag actcgggcett agggaacacc actgtggecc 780

caacctcgac caggccacag gcccttectt cectgccctge ggcagcacag actttggggt 840

ctgtgcagag aggaatcaca gaggccccag gctgaggtgg tgggggtgga agacccccag 900

gaggtggcce acttccctte ctcccagetg gaacccacca tgaccttcett aagatagggg 960

tgtcatccga ggcaggtect ccatggagct cecttcaggce tcecteccegg tectcactag 1020

gectcagtee cggctgcggg aatgcageca ccacaggcac accaggcagce ccagacccag 1080

ccagectgca gtgcccaagce ccacattctg gagcagagca ggctgtgtet gggagagtcet 1140

gggctcccca cecgccccocce gcacaccceca cccacccctg tcecaggecct atgcaggagg 1200

gtcagagcce cccatggggt atggacttag ggtctcactce acgtggctece cctectgggt 1260
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gaaggggtct catgcccaga tccccacage agagetggte aaaggtggag gcagtggecce 1320
cagggccacce ctgacctgga ccctcaggct cctcectagece tggctgceccet getgtcecctg 1380
ggaggcctygyg actccaccag accacaggtc cagggcaccg cccataggtg ctgeccacac 1440
tcagttcaca ggaagaagat aagctccaga cccccaagac tgggacctge cttectgeca 1500
ccgcttgtag ctccagacct cegtgectcee cccgaccact tacacacggg ccagggagct 1560
gtteccacaaa gatcaaccce aaaccgggac cgectggcac tegggecget gecacttecce 1620
tcteccatttg ttcecccagcac ctetgtgcecte cctecctect cectectteca ggggaacagce 1680
ctgtgcagee cctecctgca ccccacaccee tggggaggece caaccctgece tccagecctt 1740
tctececececge tgctettect geccatccag acaaccetgg ggtceccatcee ctgcagecta 1800
caccectggte tccacccaga ccectgtete tecctcecaga caccectece aggccaacce 1860
tgcacatgca ggccctceeee ttttetgcetg ccagagecte agtttctace ctetgtgect 1920
acccectgece tectectgece cacaactcga gctettecte tectggggece cctgagecat 1980
ggcactgacc gtgcactcce acccecccacac tgcccatgec ctcaccttece tcectggacac 2040
tctgaccceg ctecectett ggacccagcee ctggtatttce caggacaaag gctcacccaa 2100
gtcttcececa tgcaggeccct tgccctcact geccggttac acggcagect cctgtgcaca 2160
gaagcaggga gctcagccct tccacaggca gaaggcactg aaagaaatcg gectccagea 2220
ccetgatgeca cgtceecgectg tgtcetcetcac tgcccgcace tgcagggagg ctecggcactce 2280
cctgtaaaga cgagggatcc aggcagcaac atcatgggag aatgcagggce tcccagacag 2340
cccageccte tcegcaggect ctectgggaa gagacctgea gcecaccactyg aacagcecacyg 2400
gagcccgetyg gatagtaact gagtcagtga ccgacctgga gggcagggga gcagtgaacce 2460
ggagcccaga ccatagggac agagaccagc cgctgacatce ccgagceccect cactggegge 2520
cccagaacac cgcgtggaaa cagaacagac ccacattccee acctggaaca gggcagacac 2580
tgctgagcce ccagcaccag ccctgagaaa caccaggcaa cggcatcaga gggggcetcect 2640
gagaaagaaa ggaggggagg tctecttcac cagcaagtac ttecccttgac caaaaacagg 2700
gtecacgcaa cteccecccagg acaaaggagg agcccectgt acagcactgg getcagagte 2760
ctcteccaca caccctgagt ttcagacaaa aaccccctgg aaatcatagt atcagcagga 2820
gaactagcca gagacagcaa gaggggactc agtgactcce geggggacag gaggattttg 2880
tgggggctcg tgtcactgtyg aggacattgt agtcatacca gctgccatac ccacagtgac 2940
acagccccat tcccaaagcec ctgctgtaaa cgcttccact tectggagctg aggggcetggg 3000
gggagcegtet gggaagtagg gcctaggggt ggccatcaat geccaaaacg caccagacte 3060
ccececagac atcaccccac tggccagtga gcagagtaaa cagaaaatga gaagcagcetg 3120
ggaagcttge acaggcccca aggaaagagce tttggegggt gtgcaagagg ggatgcggge 3180
agagcctgag cagggccttt tgectgtttcet gctttecetgt gcagatagtt ccataaactg 3240
gtgttcaaga tcgatggcetyg ggagtgagcece caggaggaca gtgtgggaag ggcacaggga 3300
aggagaagca gccgctatcecce tacactgtca tctttcaaga gtttgccctg tgcccacaat 3360
gctgcatcat gggatgctta acagctgatg tagacacagc taaagagaga atcagtgaaa 3420
tggatttgca gcacagatct gaataaattc tccagaatgt ggagccacac agaagcaagc 3480
acaaggaaag tgcctgatgc aagggcaaag tacagtgtgt accttcaggce tgggcacaga 3540
cactctgaaa agccttggca ggaactccect gcaacaaage agagccctge aggcaatgece 3600
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agctccagag ccctecctga gagcectcatg ggcaaagatg tgcacaacag gtgtttctca 3660
tagccccaaa ctgagaatga agcaaacagce catctgaagg aaaacaggca aataaacgat 3720
ggcaggttca tgaaatgcaa acccagacag ccagaaggac aacagtgagg gttacaggtg 3780
actctgtggt tgagttcatg acaatgctga gtaattggag taacaaagga aagtccaaaa 3840
aatactttca atgtgatttc ttctaaataa aatttacagc cggcaaaatg aactatcttce 3900
ttaagggata aactttccac taggaaaact ataaggaaaa tcaagaaaag gatgatcaca 3960
taaacacagt ggtcgttact tctactgggg aaggaagagg gtatgaactg agacacacag 4020
ggttggcaag tctcctaaca agaacagaac aaatacatta cagtaccttg aaaacagcag 4080
ttaaaattct aaattgcaag aagaggaaaa tgcacacagc tgtgtttaga aaattctcag 4140
tccagcactg ttcataatag caaagacatt aacccaggtt ggataaataa acgatgacac 4200
aggcaattgc acaatgatac agacatacat tcagtatatg agacattgat gatgtatccc 4260
caaagaaatg actttaaaga gaaaaggcct gatatgtggt ggcactcacc tceccctgggca 4320
tcececggaca ggctgcagge acactgtgtg gcagggcagg ctggtacctg ctggcagcetce 4380
ctggggectyg atgtggagca ggcacagagce cgtatccceee cgaggacata tacccccaag 4440
gacggcacag ttggtacatt ccggagacaa gcaactcagce cacactccca ggcecagagec 4500
cgagagggac gcccatgcac agggaggcag ageccagete ctecacagece agcagcacce 4560
gtgcagggge cgccatctgg caggcacaga gcatgggcetyg ggaggagggg cagggacacce 4620
aggcagggtt ggcaccaact gaaaattaca gaagtctcat acatctacct cagccttgcece 4680
tgacctgggce ctcacctgac ctggacctca cctggecctgg acctcacctg gectagacct 4740
cacctetggg cttcacctga getecggecte acctgacttg gaccttgect gtectgaget 4800
cacatgatct gggcctcacc tgacctgggt ttcacctgac ctgggcttca cctgacctgg 4860
gcctecatetg acctgggect cactggectg gacctcaccet ggectggget tcacctggece 4920
tcaggcctca tcectgcacctg cteccaggtcet tgctggaacce tcagtagcac tgaggctgca 4980
ggggctcatc cagggttgca gaatgactct agaacctcec acatctcagce tttetgggtg 5040
gaggcacctyg gtggcccagg gaatataaaa agcctgaatg atgcecctgegt gatttggggg 5100
caatttataa acccaaaagg acatggccat gcagcgggta gggacaatac agacagatat 5160
cagcctgaaa tggagectca gggcacaggt gggcacggac actgtccacce taagecaggg 5220
gcagacccga gtgteccccge agtagacctg agagegetgg geccacagec tececteggt 5280
gccectgctac ctectcaggt cagceccctgga catccegggt tteccccagge ctggcggtag 5340
gtttggggtyg aggtctgtgt cactgtggta tcaccatttt tggagtggtc attataccca 5400
cagtgtcaca gagtccatca aaaacccatc cctgggaacc ttctgccaca gecctceectg 5460
tggggcaccg ccgcgtgeca tgttaggatt ttgactgagg acacagcacc atgggtatgg 5520
tggctaccge agcagtgcag cccgtgaccce aaacacacag ggcagcaggce acaacagaca 5580
agcccacaag tgaccaccct gagctectge ctgecagece tggagaccat gaaacagatg 5640
gccaggatta tcccataggt cagccagacc tcagtccaac aggtctgcat cgectgctgece 5700
ctccaatacc agtccggatg gggacagggc tggcccacat taccatttge tgccatcecgg 5760
ccaacagtce cagaagccce tccctcaagg ctgggccaca tgtgtggace ctgagagcce 5820
ccecatgtetg agtaggggca ccaggaaggt ggggctggcece ctgtgcactg tceccctgeccce 5880
tgtggtceccct ggcectgcectyg gecctgacac ctgggcectet ccectgggtcat ttccaagaca 5940
gaagacattc ccaggacagc tggagctggg agtccatcat cctgcectggce cgtectgagt 6000
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cctgegectt tccaaaccte acccgggaag ccaacagagg aatcacctece cacaggcaga 6060
gacaaagacc ttccagaaat ctcectgtcectet ctcecccagtg ggcaccctcet tceccagggcag 6120
tcetcagtga tatcacagtyg ggaacccaca tctggatcegg gactgcecccee agaacacaag 6180
atggcccaca gggacagccce cacagcccag cecttceccag acccectaaaa ggcegtceccac 6240
ccectgecate tgccccaggg ctcaaactce aggaggactg actcctgcac accctectgce 6300
cagacatcac ctcagccect cctggaaggg acaggagege gcaagggtga gtcagaccct 6360
cctgeccteg atggcaggcyg gagaagattce agaaaggtcet gagatcccca ggacgcagca 6420
ccactgtcaa tgggggccce agacgectgg accagggect gegtgggaaa ggcectcetggg 6480
cacactcagg ggctttttgt gaagggtcct cctactgtgt gaccacagtc actaccacag 6540
tgatgaaccc agcagcaaaa actgaccgga ctcccaaggt ttatgcacac ttcetccgetce 6600
agagctctcce aggatcagaa gagccgggcece caagggtttce tgcccagacce cteggcectcet 6660
agggacatct tggccatgac agcccatggg ctggtgcccce acacatcgtce tgccttcaaa 6720
caagggcttc agagggctct gaggtgacct cactgatgac cacaggtgcce ctggcccctt 6780
ccccaccage tgcaccagac cccgtcatga cagatgcccee gattccaaca gccaattcect 6840
ggggccagga atcgctgtag acaccagcct ccttceccaaca cctectgeca attgectgga 6900
ttcccatcece ggttggaatc aagaggacag catcccccag gctceccaaca ggcaggacte 6960
ccacacccte ctctgagagg ccgcectgtgtt ccgtagggece aggctgcaga cagtccccect 7020
cacctgccac tagacaaatg cctgctgtag atgtccccac ctggaaaata ccactcatgg 7080
agcceccage cccaggtaca getgtagaga gagtctcetga ggeccctaag aagtagccat 7140
geecagttet gecgggacce tceggecagge tgacaggagt ggacgcetgga getgggecca 7200
tactgggcca cataggagct caccagtgag ggcaggagag cacatgccegyg ggagcaccca 7260
gectectget gaccagagge ccgtcccaga geccaggagg ctgcagaggce ctetccaggyg 7320
ggacactgtg catgtctggt ccctgagcag ccccccacgt ccccagtect gggggcecect 7380
ggcacagcetg tcectggaccct ctectatteccce tgggaagctce ctectgacag cceccgectece 7440
agttccaggt gtggttattg tcagggggtg tcagactgtg gtggacacag ccatggttac 7500
cacagtggtg ctgcccatag cagcaaccag gccaagtaga caggcccctyg ctgtgcagece 7560
ccaggcctcece agctcacctg cttectectgg ggetcectcaag getgetgttt tetgcactet 7620
ccectetgtg gggagggtte cctcagtggg agatctgtte tcaacatcce acggectcat 7680
tcctgcaagg aaggccaatg gatgggcaac ctcacatgec geggctaaga tagggtggge 7740
agcctggegg ggacaggaca tcectgcetggg gtatctgtca ctgtgectag tggggcactg 7800
gcteccaaac aacgcagtcece ttgccaaaat ccccacggec teccccegeta ggggetggee 7860
tgatctectg cagtcctagg aggctgctga ccteccagaat ggctcecgtece ccagttecag 7920
ggcgagagca gatcccagge cggctgcaga ctgggaggec accccctect teccagggtt 7980
cactgcaggt gaccagggca ggaaatggcece tgaacacagg gataaccggyg ccatccccca 8040
acagagtcca cccectectg ctetgtacce cgeaccceee aggcecagcecce atgacatccg 8100
acaaccccac accagagtca ctgcceggtyg ctgccctagyg gaggaccect cagceccccac 8160
cctgtctaga ggactgggga ggacaggaca cgccctctece ttatggttece cccacctggce 8220
tctggetggg acccttgggg tgtggacaga aaggacgctt gectgattgg cccccaggag 8280
cccagaactt ctctecaggg accccagecce gagcacceece ttacccagga cccagecctg 8340
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ccectectee cectetgetet ccectcectcatca ccececcatggga atccagaatce cccaggaagce 8400
catcaggaag ggctgaggga ggaagtgggg ccactgcacce accaggcagyg aggctctgte 8460
tttgtgaacc cagggaggtg ccagcctcct agagggtatg gtccaccctg cctatggetce 8520
ccacagtgge aggctgcagg gaaggaccag ggacggtgtyg ggggaggget cagggecccg 8580
cgggtgctcece atcttggatg agecctatcte tctcacccac ggactcgcce acctectett 8640
caccectggee acacgtegte cacaccatcce taagtcccac ctacaccaga gccggcacag 8700
ccagtgcaga cagaggctgg ggtgcagggg ggccgactgg gcagettegyg ggagggagga 8760
atggaggaag gggagttcag tgaagaggcc cccctcecect gggtceccagga tectectetg 8820
ggaccceegyg atcccatcee ctcecaggete tgggaggaga agcaggatgg gagaatctgt 8880
gegggaccecet ctcacagtgg aatacctcca cagceggetca ggccagatac aaaagccect 8940
cagtgagcce tccactgcag tgctgggect gggggcagece gcetceccacac aggatgaacce 9000
cagcaccceg aggatgtect geccaggggga getcagagece atgaaggage aggatatggg 9060
acccecgata caggcacaga cctcagetcece attcaggact gcecacgtect gccctgggag 9120
gaaccccttt ctectagtcce tgcaggccag gaggcagctg actcctgact tggacgecta 9180
ttccagacac cagacagagg ggcaggceccce ccagaaccag ggatgaggac gccccgtcaa 9240
ggccagaaaa gaccaagttg cgctgagccce agcaagggaa ggtccccaaa caaaccagga 9300
agtttctgaa ggtgtctgtyg tcacagtgga gcatagccac tcgtcccaca gtgacactcg 9360
ccaggccaga aaccccatcce caagtcageg gaatgcagag agagcaggga ggacatgttt 9420
aggatctgag gccgcacctg acacccagge cagcagacgt ctectgteca cggcaccctg 9480
ccatgtcecctg catttctgga agaacaaggg caggctgaag ggggtccagg accaggagat 9540
gggtccgete tacccagaga aggagccagg caggacacaa gccccce 9586
<210> SEQ ID NO 2
<211> LENGTH: 9268
<212> TYPE: DNA
<213> ORGANISM: Homo sapiens
<220> FEATURE:
<221> NAME/KEY: misc_feature
<222> LOCATION: (1)..(9268)
<223> OTHER INFORMATION: HD 1.7-6.13
<400> SEQUENCE: 2
tcecccattga ggctgacctyg cccagagggt cectgggcecca cccaacacac cggggcggaa 60
tgtgtgcagg ccteggtete tgtgggtgtt cegetagetyg gggctcacag tgctcaccce 120
acacctaaaa cgagccacag cctcecggage cectgaagga gaccccgecce acaagceccag 180
cceccaccca ggaggeccca gagcacaggg cgecccegteg gattectgaac agecccgagt 240
cacagtgggt atcactggca ctaccactgt gagaaaagct tcegtccaaaa cggtctectg 300
gecacagteg gaggccccge cagagagggg agcagcecacce ccaaacccat gttetgeegg 360
cteccatgac cccegtgcace tggageccca cggtgtcececee actggatggyg aggacaaggg 420
cegggggete cggegggteg gggcagggge ttgatggett ccettetgeeyg tggecccatt 480
geeectgget ggagttgace cttcetgacaa gtgtcectcag agagtcaggg atcagtggea 540
ccteccaaca tcaaccccac gcagcccagg cacaaacccece acatccaggyg ccaactccag 600
gaacagagac accccaatac cctgggggac cccgaccctg atgactceeg teccatctet 660
gtecctcact tggggectge tgcggggcga gcacttggga gcaaactcag gettagggga 720
caccactgtg ggcctgacct cgagcaggece acagaccctt cectectgece ctggtgcage 780
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acagactttg gggtctggge agggaggaac ttetggcagyg tcaccaagca cagagceccce 840
aggctgaggt ggccccaggg ggaaccccag caggtggecce actaccctte ctcccagetg 900
gaccccatgt ctteccccaag ataggggtgce catccaagge aggtcctceca tggagcccce 960
ttcaggctce tctcecagacce ccactgggcece tcagtcccca ctctaggaat gcagccacca 1020
cgggcacace aggcagcecca ggcccageca cectgcagtyg cccaagcecca caccctggag 1080
gagagcaggyg tgcgtetggg aggggetggg ctccccacce ccaccceccac ctgcacaccee 1140
cacccaccct tgccegggece ccctgcagga gggtcagage cceccatggga tatggactta 1200
gggtctcact cacgcaccte ccctectggg agaaggggtce tcatgcccag atccccecag 1260
cagcgetggt cacaggtaga ggcagtggece ccagggcecac cctgacctgg cccectcagge 1320
tcetetagee ctggectgece tgctgtecct gggaggectg ggctccacca gaccacaggt 1380
ctagggcace gcccacactg gggccgecca cacacagete acaggaagaa gataagcetce 1440
agaccccecag geccgggace tgecttgetg ctacgactte ctgccccaga cctegttgece 1500
ctececcgte cacttacaca caggccagga agetgttecee acacagacca accccagacg 1560
gggaccacct ggcactcagg tcactgccat ttccttctec attcacttcecce aatgectcetg 1620
tgcttectee ctectectte ctteggggga gcaccctgtg cagctectee ctgcagtceca 1680
caccetgggg agacccgacce ctgcagecca caccctgggyg agacctgace ctectcecage 1740
cctttetece cecgetgctet tgccacccac caagacagcce ctggggtcect gtceccectacag 1800
cceccaccca gttcetctace tagaccegte ttectceecte taaacaccte teccaggeca 1860
accctacacce tgcaggcecct cccctcecact gccaaagacce ctcagtttet cetgectgtg 1920
cccacceceg tgctectect geccacagcet cgagcetcette ctcetectagg geccctgagg 1980
gatggcattg accgtgccct cgcacccaca cactgcccat gccctcacat tcectectgge 2040
cactccagcce ccactccect ctcaggectg gctetggtat ttcectgggaca aagcecttacce 2100
caagtctttc ccatgcaggc ctgggccctt accctcactg cccggttaca gggcagcecte 2160
ctgtgcacag aagcagggag ctcagcectt ccacaggcag aaggcactga aagaaatcgg 2220
ccteccagege cttgacacac gtcectgectgt gtetcectcact geccgcacct gcagggaggce 2280
tcggeactee ctctaaagac gagggatcca ggcagcagea tcacaggaga atgcagggcet 2340
accagacatc ccagtcctcet cacaggecte tectgggaag agacctgaag acgcccagte 2400
aacggagtct aacaccaaac ctccctggag gccgatgggt agtaacggag tcattgccag 2460
acctggaggce aggggagcag tgagcccgag ccecacaccat agggccagag gacagcecact 2520
gacatcccaa gccactcact ggtggtccca caacacccca tggaaagagg acagacccac 2580
agtcccacct ggaccagggce agagactgcet gagacccage accagaacca accaagaaac 2640
accaggcaac agcatcagag ggggctctgg cagaacagag gaggggaggt ctccttcace 2700
agcaggcgcet tcccttgacce gaagacagga tccatgcaac tcccccagga caaaggagga 2760
gccecttgtt cagcactggg ctcagagtcce tctccaagac acccagagtt tcagacaaaa 2820
acccectgga atgcacagtc tcagcaggag agcecagccag agccagcaag atggggctca 2880
gtgacacceg cagggacagg aggattttgt gggggctcgt gtcactgtga ggacattgta 2940
ctcatggtgt atgccatacc cacagtgaca cagccccatt cccaaagccce tactgcaaac 3000
gcattccact tetggggctg aggggctggg ggagcgtctyg ggaaataggg ctcaggggtyg 3060
tccatcaatg cccaaaacgc accagactcce cctcecataca tcacacccac cagccagcga 3120
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gcagagtaaa cagaaaatga gaagcaagct ggggaagctt gcacaggccc caaggaaaga 3180
gctttggegyg gtgtgtaaga ggggatgcgg gcagagcctyg agcagggect tttgetgttt 3240
ctgctttect gtgcagagag ttccataaac tggtgttcega gatcaatggce tgggagtgag 3300
cccaggagga cagegtggga agagcacagg gaaggaggag cagecgctat cctacactgt 3360
catctttcga aagtttgcct tgtgcccaca ctgctgcatc atgggatgct taacagctga 3420
tgtagacaca gctaaagaga gaatcagtga gatggatttg cagcacagat ctgaataaat 3480
tctecagaat gtggagcagce acagaagcaa gcacacagaa agtgectgat gcaaggacaa 3540
agttcagtgg gcaccttcag gcattgctge tgggcacaga cactctgaaa agccctggca 3600
ggaactcect gtgacaaagce agaaccctca ggcaatgceca gecccagagce ccteectgag 3660
agcctcatgg gcaaagatgt gcacaacagg tgtttctcat agccccaaac tgagagcaaa 3720
gcaaacgtee atctgaagga gaacaggcaa ataaacgatg gcaggttcat gaaatgcaaa 3780
cccagacagce cacaagcaca aaagtacagg gttataagcg actctggttg agttcatgac 3840
aatgctgagt aattggagta acaaagtaaa ctccaaaaaa tactttcaat gtgatttctt 3900
ctaaataaaa tttacaccct gcaaaatgaa ctgtcttcett aagggataca tttcccagtt 3960
agaaaaccat aaagaaaacc aagaaaagga tgatcacata aacacagtgg tggttacttc 4020
tgctggggaa ggaagagggt atgaactgag atacacaggg tgggcaagtc tcctaacaag 4080
aacagaacga atacattaca gtaccttgaa aacagcagtt aaacttctaa attgcaagaa 4140
gaggaaaatg cacacagttg tgtttagaaa attctcagtc cagcactgtt cataatagca 4200
aagacattaa cccaggtcgg ataaataagc gatgacacag gcaattgcac aatgatacag 4260
acatatattt agtatatgag acatcgatga tgtatcccca aataaacgac tttaaagaga 4320
taaagggctg atgtgtggtg gcattcacct ccctgggatc cccggacagg ttgcaggcetce 4380
actgtgcagc agggcaggcg ggtacctgct ggcagttect ggggcctgat gtggagcaag 4440
cgcagggeca tatatcccgg aggacggcac agtcagtgaa ttccagagag aagcaactca 4500
gecacactee ccaggcagag cccgagaggg acgcccacge acagggaggce agagcccagce 4560
acctecegecag ccagcaccac ctgcgcacgg gecaccacct tgcaggcaca gagtgggtge 4620
tgagaggagg ggcagggaca ccaggcaggg tgagcaccca gagaaaactyg cagacgcecte 4680
acacatccac ctcagcctece cctgacctgg acctcactgg cectgggecte acttaacctg 4740
ggcttcacct gaccttggce tcacctgact tggacctcege ctgtcccaag ctttacctga 4800
cctgggecte aactcacctg aacgtctcect gacctgggtt taacctgtece tggaactcac 4860
ctggecttgg cttceeccctga cctggaccte atctggectg ggcttcacct ggecctgggece 4920
tcacctgacc tggacctcat ctggcectgga cctcacctgg cctggactte acctggectg 4980
ggcttcacct gacctggace tcacctggec tcgggcectca cctgcacctg ctecaggtcet 5040
tgctggagcce tgagtagcac tgagggtgca gaagctcatc cagggttggg gaatgactct 5100
agaagtctcce cacatctgac ctttcectgggt ggaggcagct ggtggccctg ggaatataaa 5160
aatctccaga atgatgactc tgtgatttgt gggcaactta tgaacccgaa aggacatggce 5220
catggggtgg gtagggacat agggacagat gccagcctga ggtggagect caggacacag 5280
gtgggcacgyg acactatcca cataagcgag ggatagaccce gagtgtcccc acagcagacce 5340
tgagagcgct gggcccacag cctceccectca gagecctget gectecteeg gtcagecctg 5400
gacatcccag gttteccccag gcecectggeggt aggtttagaa tgaggtctgt gtcactgtgg 5460
tatcaccata ttttgactgg tcattataac cacagtgtca cagagtccat caaaaaccca 5520
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tgcctggaag cttceeccgeca cagcecctcece catggggecce tgctgectece tcaggtcagce 5580
cceggacate cecgggtttec ccaggctggg cggtaggttt ggggtgaggt ctgtgtcact 5640
gtggtatcac catggttcgg ggagtcatta taaccacagt gtcacagagt ccatcaaaaa 5700
ccecatcectg ggagectecee gecacagcece tcectgcagg ggaccggtac gtgecatgtt 5760
aggattttga tcgaggagac agcaccatgg gtatggtggce taccacagca gtgcagcctg 5820
tgacccaaac ccgcagggca gcaggcacga tggacaggece cgtgactgac cacgetggge 5880
tccagectge cagcectgga gatcatgaaa cagatggcca aggtcaccct acaggtcatce 5940
cagatctggce tccgaggggt ctgcatcgct gctgccctece caacgccagt ccaaatggga 6000
cagggacggce ctcacagcac catctgetge catcaggceca gegatcccag aagcccectece 6060
ctcaaggctg ggcacatgtg tggacactga gagccctcat atctgagtag gggcaccagg 6120
agggaggggc tggccctgtg cactgtceccct gcecectgtgg teccctggect gectggcect 6180
gacacctgag cctctectgg gtcatttecca agacagaaga cattcctggg gacagccgga 6240
gctgggegte gcectcatcecctg cceggecegte ctgagtcecctyg ctcecattteca gacctcaccy 6300
gggaagccaa cagaggactc gcctcccaca ttcagagaca aagaaccttc cagaaatccce 6360
tgcctetete ceccagtggac accctcecttcee aggacagtcece tcagtggcat cacagcggcece 6420
tgagatcccee aggacgcagce accgctgtca ataggggccce caaatgcectyg gaccagggcece 6480
tgcgtgggaa aggcctctgg ccacactcgg gcectttttgtg aagggcccte ctgetgtgtg 6540
accacagtca ctaccatagt gatgaaccca gtggcaaaaa ctggctggaa acccaggggce 6600
tgtgtgcacg cctcagcttyg gagctctcca ggagcacaag agccgggcecece aaggatttgt 6660
gcccagacece tcagectcta gggacacctg ggtcatctca gectgggetg gtgecctgea 6720
caccatcttc ctccaaatag gggcttcaga gggctctgag gtgacctcac tcatgaccac 6780
aggtgacctg gcccttceect gecagctata ccagaccctg tecttgacaga tgccccgatt 6840
ccaacagcca attcctggga ccctgaatag ctgtagacac cagcctcatt ccagtacctce 6900
ctgccaattg cctggattcecc catcctggct ggaatcaaga aggcagcatc cgccaggcetce 6960
ccaacaggca ggactcccge acaccctect ctgagaggece getgtgttece gcagggecag 7020
gccetggaca gttececctca cctgccacta gagaaacacce tgccattgtce gteccccacct 7080
ggaaaagacc actcgtggag cccccagecce caggtacage tgtagagaca gtectcgagyg 7140
ccectaagaa ggagecatge ccagttetge cgggacccte ggecaggecyg acaggagtgg 7200
acgctggage tgggceccaca ctgggccaca taggagctca ccagtgaggyg caggagagca 7260
catgececgggg agcacccage ctectgetga ccagaggecce gteccagage ccaggaggcet 7320
gcagaggcect ctccagggag acactgtgca tgtctggtac ctaagcagcec ccccacgtcece 7380
ccagtecectgg gggcccctgg ctcagetgte tgggccctece ctgcteccctg ggaagctect 7440
cctgacagcece ccgcctcecag tteccaggtgt ggttattgte aggcgatgte agactgtggt 7500
ggacatagtyg gccaccatta ccacagtggt gccgcccata gcagcaacca ggccaagtag 7560
acaggcccct gectgcgcage cccaggcatce cacttcacct gettcectectg gggctcetcaa 7620
ggctgctgte tgtectectgg cectetgtgg ggagggttec ctcagtggga ggtetgtget 7680
ccagggcagg gatgattgag atagaaatca aaggctggca gggaaaggca gcttcccgece 7740
ctgagaggtyg caggcagcac cacggagceca cggagtcaca gagccacgga gcccccattg 7800
tgggcatttg agagtgctgt gccccceggca ggcccagecce tgatggggaa gectgtcecca 7860
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tceccacagece cgggtcccac gggcageggg cacagaagct geccaggttgt cctctatgat 7920
cctecatcect ccagcagcat cccctcecaca gtggggaaac tgaggcttgg agcaccacce 7980
ggeccectygyg aaatgaggct gtgagceccag acagtgggec cagagcactg tgagtacccece 8040
ggcagtacct ggctgcaggg atcagccaga gatgccaaac cctgagtgac cagectacag 8100
gaggatcegyg ccccacccag gccactcgat taatgctcaa ccccctgecc tggagaccte 8160
ttccagtace accagcagct cagcttctca gggectcatce cctgcaagga aggtcaaggg 8220
ctgggectge cagaaacaca gcacccteece tagecctgge taagacaggyg tgggcagacg 8280
gctgtggacyg ggacatattg ctggggcatt tctcactgte acttcectgggt ggtagctcetg 8340
acaaaaacgc agaccctgcc aaaatcccca ctgectceceeg ctaggggetyg gectggaate 8400
ctgctgtect aggaggctgce tgaccteccag gatggctecg tecccagtte cagggcgaga 8460
gcagatccca ggcaggctgt aggctgggag gccacccctg ccecttgeegg ggttgaatge 8520
aggtgcccaa ggcaggaaat ggcatgagca cagggatgac cgggacatge cccaccagag 8580
tgcgeccctt cctgetetge accctgeacce ceccaggeca geccacgacyg tccaacaact 8640
gggectgggt ggcagcccca cccagacagg acagacccag caccctgagg aggtectgece 8700
agggggagcet aagagccatg aaggagcaag atatggggec cccgatacag gcacagatgt 8760
cagctecate caggaccacc cagcccacac cctgagagga acgtetgtet ccagectcetg 8820
caggtcggga ggcagctgac ccctgacttg gacccctatt ccagacacca gacagaggcg 8880
caggcccccee agaaccaggg ttgagggacg ceccgtcaaa gccagacaaa accaaggggt 8940
gttgagccca gcaagggaag gcccccaaac agaccaggag gtttctgaag gtgtcectgtgt 9000
cacagtgggg catagccaca gctggtacca cagtgacact cacccagcca gaaaccccat 9060
tccaagtcag cggaagcaga gagagcaggg aggacacgtt taggatctga gactgcacct 9120
gacacccagg ccagcagacg tcteccecctece agggcaccec accctgtect gcatttetge 9180
aagatcaggg gcggectgag ggggggteta gggtgaggag atgggtccce tgtacaccaa 9240
ggaggagtta ggcaggtccc gagcactce 9268
<210> SEQ ID NO 3
<211> LENGTH: 9441
<212> TYPE: DNA
<213> ORGANISM: Homo sapiens
<220> FEATURE:
<221> NAME/KEY: misc_feature
<222> LOCATION: (1)..(9441)
<223> OTHER INFORMATION: HD 1.14-6.19
<400> SEQUENCE: 3
tcecccattga ggctgacctg cccagagagt cctgggcecca cceccacacac cggggcggaa 60
tgtgtgcagg ccteggtete tgtgggtgtt cegetagetyg gggctcacag tgctcaccce 120
acacctaaaa tgagccacag cctcecggage ceccgcagga gaccccgecce acaageccag 180
cceccaccca ggaggeccca gagctcaggg cgecccegteg gattccgaac agcecccgagt 240
cacagcgggt ataaccggaa ccaccactgt cagaataget acgtcaaaaa ctgtccagtg 300
gecactgeeyg gaggccccge cagagagggce agcagcecact ctgatcccat gtectgeegg 360
cteccatgac ccccagcacg cggagceccca cagtgtcececee actggatggyg aggacaagag 420
ctggggatte cggegggteg gggcagggge ttgatcegeat ccettetgeceyg tggetccagt 480
geeectgget ggagttgace cttcetgacaa gtgtcectcag agagacaggce atcaccggeg 540
ccteccaaca tcaaccccag gcagcacagg cacaaacccece acatccagag ccaactccag 600
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gagcagagac accccaatac cctgggggac cccgaccctg atgacttecce actggaattce 660
geegtagagt ccaccaggac caaagaccct gectctgect ctgtccectceca ctcaggacct 720
getgeceggge gaggecttgg gagcagactt gggcettaggg gacaccagtg tgaccccgac 780
cttgaccagg acgcagacct tteccttectt tectggggea gcacagactt tggggtetgg 840
gccaggagga acttctggca ggtcegecaag cacagaggec acaggctgag gtggecctgg 900
aaagacctcee aggaggtggce cactccectt ceteccaget ggaccccatyg tcctecccaa 960
gataagggtg ccatccaagg caggtgctcc ttggagccec attcagactce ctececctggac 1020
cccactggge ctcagtcecca getcetgggga tgaagccacce acaagcacac caggcagccce 1080
aggcccagece accctgcagt geccaagcac acactctgga gcagagcagyg gtgectetgg 1140
gaggggctga gctcceccace ccaccceccac ctgcacacce cacccacccee tgeccagegyg 1200
ctctgcagga gggtcagagce cccacatggg gtatggactt agggtctcac tcacgtggcet 1260
cccatcatga gtgaaggggce ctcaagecca ggttcccaca gcagegectyg tcegcaagtgg 1320
aggcagaggce ccgagggcca ccctgacctg gtecctgagyg ttectgcage ccaggetgee 1380
ctgctgtece tgggaggect gggctcecacce agaccacagg tcecagggcac cgggtgcagg 1440
agccacccac acacagctca caggaagaag ataagctcca gacccccagyg gccagaacct 1500
gccttectge tactgcttcee tgccccagac ctgggcgceece tceccccegtece acttacacac 1560
aggccaggaa gctgttccca cacagaacaa ccccaaacca ggaccgcectyg gcactcaggt 1620
ggctgccatt tecttectceca tttgctecca gegectcectgt cctecceccetggt tectectteg 1680
ggggaacagce ctgtgcagcece agtccctgca geccacacce tggggagacc caaccctgece 1740
tggggcectt ccaaccctge tgctcttact gcccacccag aaaactctgg ggtectgtece 1800
ctgcagtccce taccctggte tceccacccaga ccectgtgta tcactccaga cacccectece 1860
aggcaaaccce tgcacctgca ggccctgtcee tcettetgteg ctagagecte agtttcectece 1920
ccetgtgece acaccctacce tectectgcee cacaactceta actcttcette tectggagece 1980
cctgagecat ggcattgacc ctgccctcecce accacccaca geccatgcecece tcaccttect 2040
cctggecact ccgaccecge ccectcetcag gecaagecect ggtattteca ggacaaagge 2100
tcacccaagt ctttcecccagg caggcectggg ctecttgecect cacttcecccgg ttacacggga 2160
gectectgty cacagaagca gggagctcag cecttecaca ggcagaaggce actgaaagaa 2220
atcggectee agcaccttga cacacgtccg ccegtgtete tcactgcecceg cacctgcagg 2280
gaggctceege actcectcta aagacaaggg atccaggcag cagcatcacg ggagaatgea 2340
gggctcccayg acatcccagt cctctcacag gectctectyg ggaagagacce tgcagccacce 2400
accaaacagc cacagaggct gctggatagt aactgagtca atgaccgacce tggagggcag 2460
gggagcagtyg agccggagcece cataccatag ggacagagac cagccgctga catcccgage 2520
tcctecaatgg tggcecccata acacacctag gaaacataac acacccacag ccccacctgg 2580
aacagggcag agactgctga gcccccagca ccagccccaa gaaacaccag gcaacagtat 2640
cagagggggc tcccgagaaa gagaggaggg gagatctect tcaccatcaa atgcttccect 2700
tgaccaaaaa cagggtccac gcaactccece caggacaaag gaggagcccce ctatacagca 2760
ctgggctcag agtcctctet gagacaccct gagtttcaga caacaacccg ctggaatgca 2820
cagtctcage aggagaacag accaaagcca gcaaaaggga ccteggtgac accagtaggg 2880
acaggaggat tttgtggggg ctcgtgtcac tgtgaggaca ttgtagtcat ggtagctgcece 2940
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actcccacag tgacacagac ccattcccaa agecctactyg caaacacacce cactcectggg 3000
gctgagggge tgggggagcg tctgggaagt agggtccagg ggtgtctatc aatgtccaaa 3060
atgcaccaga ctcceccgeca aacaccaccece caccagcecag cgagcagggt aaacagaaaa 3120
tgagaggctc tgggaagctt gcacaggccce caaggaaaga gctttggcgg gtgtgcaaga 3180
ggggatgcag gcagagcctg agcagggcect tttgectgttt ctgectttect gtgcagagag 3240
ttccataaac tggtgttcaa gatcagtggce tgggaatgag cccaggaggg cagtctgtgg 3300
gaagagcaca gggaaggagg agcagccgct atcctacact gtcatctttce aaaagtttge 3360
cttgtgacca cactattgca tcatgggatg cttaagagct gatgtagaca cagctaaaga 3420
gagaatcagt gagatgaatt tgcagcatag atctgaataa actctccaga atgtggagca 3480
gtacagaagc aaacacacag aaagtgcctg atgcaaggac aaagttcagt gggcacctte 3540
aggcattgct gectgggcaca gacactctga aaagccttgg caggatctcece ctgcgacaaa 3600
gcagaaccct caggcaatgce cagccccaga geccteectyg agagegtcat ggggaaagat 3660
gtgcagaaca gctgattatc atagactcaa actgagaaca gagcaaacgt ccatctgaag 3720
aacagtcaaa taagcaatgg taggttcatg caatgcaaac ccagacagcc aggggacaac 3780
agtagagggc tacaggcggce tttgcggttg agttcatgac aatgctgagt aattggagta 3840
acagaggaaa gcccaaaaaa tacttttaat gtgatttcectt ctaaataaaa tttacaccag 3900
gcaaaatgaa ctgtcttctt aagggataaa ctttcccctg gaaaaactac aaggaaaatt 3960
aagaaaacga tgatcacata aacacagttg tggttacttc tactggggaa ggaagagggt 4020
atgagctgag acacacagag tcggcaagtc tccaagcaag cacagaacga atacattaca 4080
gtaccttgaa tacagcagtt aaacttctaa atcgcaagaa caggaaaatg cacacagctg 4140
tgtttagaaa attctcagtc cagcactatt cataatagca aagacattaa cccaggttgg 4200
ataaataaat gatgacacag gcaattgcac aatgatacag acatacattt agtacatgag 4260
acatcgatga tgtatcccca aagaaatgac tttaaagaga aaaggcctga tgtgtggtgg 4320
cactcacctc cctgggatcce ccggacaggt tgcaggcaca ctgtgtggca gggcaggctg 4380
gtacatgctg gcagctecctg gggcctgatg tggagcaagce gcagggctgt atacccccaa 4440
ggatggcaca gtcagtgaat tccagagaga agcagctcag ccacactgcc caggcagagce 4500
ccgagaggga cgcccacgta cagggaggca gagceccaget cctecacage caccaccace 4560
tgtgcacggg ccaccacctt gcaggcacag agtgggtget gagaggaggyg gcagggacac 4620
caggcagggt gagcacccag agaaaactgc agaagcctca cacatccacce tcagectcce 4680
ctgacctgga cctcacctgg tetggaccte acctggectg ggcctcacct gacctggace 4740
tcacctggcece tgggcttcac ctgacctgga cctcacctgg cctceecggect cacctgcacce 4800
tgctccaggt cttgctggaa cctgagtage actgaggctg cagaagctca tcecagggttg 4860
gggaatgact ctggaactct cccacatctg acctttctgg gtggaggcat ctggtggcecce 4920
tgggaatata aaaagcccca gaatggtgcce tgcgtgattt gggggcaatt tatgaacccg 4980
aaaggacatg gccatggggt gggtagggac atagggacag atgccagect gaggtggage 5040
ctcaggacac agttggacgc ggacactatc cacataageg agggacagac ccgagtgtte 5100
ctgcagtaga cctgagagcg ctgggcccac agectccect cggtgeccctg ctgectecte 5160
aggtcagccce tggacatccc gggtttecce aggccagatg gtaggtttga agtgaggtct 5220
gtgtcactgt ggtatcatga tcacgtttgg gggagtcatc gttataccca cagcatcaca 5280
cggtecatca gaaacccatg ccacagecct ceccgcaggg gaccgecgeyg tgccatgtta 5340
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cgattttgat cgaggacaca gcgccatggg tatggtggct accacagcag tgcagcccat 5400
gacccaaaca cacagggcag caggcacaat ggacaggcect gtgagtgacc atgetggget 5460
ccageccgee agcecccggag accatgaaac agatggccaa ggtcaccceca cagttcagece 5520
agacatggct cecgtggggte tgcatcgcectg ctgcccteta acaccagccce agatggggac 5580
aaggccaacc ccacattacc atctcctgct gtceccacccag tggtcccaga agcccctecce 5640
tcatggctga gccacatgtg tgaaccctga gagcacccca tgtcagagta ggggcagcag 5700
aagggcgggg ctggccctgt gcactgtcce tgcacccatg gtccctcecgee tgectggecce 5760
tgacacctga gcctecttetg agtcatttcet aagatagaag acattcccgg ggacagccgg 5820
agctgggegt cgctcatcece geccggecgt cctgagtect gettgtttee agacctcacce 5880
agggaagcca acagaggact cacctcacac agtcagagac aaagaacctt ccagaaatcce 5940
ctgtctcact ccccagtggg caccttectte caggacattce ctcggtcgca tcacagcagg 6000
cacccacatce tggatcagga cggcccccag aacacaagat ggceccatggyg gacagceccca 6060
caacccagge ctteccagac ccctaaaagg cgtceccaccee cctgcacctyg ccccaggget 6120
aaaaatccag gaggcttgac tcccgecatac cctcecageca gacatcacct cageccecte 6180
ctggagggga caggagcccg ggagggtgag tcagacccac ctgecctega tggcaggcegg 6240
ggaagattca gaaaggcctg agatccccag gacgcagcac cactgtcaat gggggcccca 6300
gacgcctgga ccagggcctg cgtgggaaag gccgctggge acactcaggg gctttttgtg 6360
aaggccectce ctactgtgtg accacggtca ctaccacagt gatgaaacta gcagcaaaaa 6420
ctggecggac acccagggac catgcacact tctcagettyg gagetcteca ggaccagaag 6480
agtcaggtct gagggtttgt agccagaccce tcggcectceta gggacaccct ggccatcaca 6540
gcggatggge tggtgcccca catgccatct gectccaaaca ggggcttcag agggctcetga 6600
ggtgacttca ctcatgacca caggtgccct ggcceccttec ccgccagcecta caccgaaccce 6660
tgtcccaaca gectgccccag ttceccaacage caattceccectgg ggcccagaat tgctgtagac 6720
accagccteg ttccagcacce tectgccaat tgcctggatt cacatcctgg ctggaatcaa 6780
gagggcagca tccgecagge tcccaacagg caggactcce geacacccte ctetgagagyg 6840
ccgctgtgtt cecgcagggcec aggccctgga cagttccect cacctgccac tagagaaaca 6900
cctgecattyg tcegtecccac ctggaaaaga ccactcegtgg ageccccage cccaggtaca 6960
gctgtagaga gactccccga gggatctaag aaggagecat gegcagttet gecgggaccce 7020
tecggecagge cgacaggagt ggacactgga getgggcecca cactgggeca cataggaget 7080
caccagtgag ggcaggagag cacatgccgg ggagcaccca gectectget gaccagagge 7140
ccgtecccaga geccaggagg ctgcagaggce ctetceccaggg ggacactgtg catgtcetggt 7200
ccctgageag ccccccacgt ccccagtect gggggcecect ggcacagetyg tcetggaccct 7260
ccetgttece tgggaagete ctectgacag ccececgectece agttccaggt gtggttattg 7320
tcagggggtyg tcagactgtg gtggacacag ccatggttac cacagtggtg ctgcccatag 7380
cagcaaccag gccaagtaga caggccectg ctgtgcagece ccaggectece acttcacctg 7440
cttctectgg ggctcectcaag gtcactgttg tcectgtactet gecctetgtg gggagggtte 7500
cctcagtggg aggtctgtte tcaacatcce agggcctcat gtctgcacgg aaggccaatg 7560
gatgggcaac ctcacatgcce gcggctaaga tagggtggge agectggegg gggacagtac 7620
atactgctgg ggtgtctgte actgtgccta gtggggcact ggctcccaaa caacgcagtce 7680
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ctcgccaaaa tccccacage ctceccectgcet aggggctgge ctgatctcect gecagtcectag 7740
gaggctgcetg acctccagaa tgtcectcecegte cccagttceca gggcgagagce agatcccagg 7800
ccggctgecag actgggaggce caccccectcee tteccagggt tcactggagg tgaccaaggt 7860
aggaaatggc cttaacacag ggatgactgce gecatccceee aacagagtca gcccectect 7920
getetgtace cegecacccee caggecagtce cacgaaaacc agggccccac atcagagtca 7980
ctgectggee cggecctggg geggaccect cageccccac cctgtctaga ggacttgggg 8040
ggacaggaca caggccctcet ccttatggtt cccccacctg cctecggecg ggacccttgg 8100
ggtgtggaca gaaaggacac ctgcctaatt ggcccccagg aacccagaac ttcectctecag 8160
ggaccccage ccgagcacce ccttacccag gacccagecce tgeccctect ceectetget 8220
ctecctetecat caccccatgg gaatccggta tcecccaggaa gcecatcagga agggctgaag 8280
gaggaagcgyg ggccgtgcac caccgggcag gaggctecegt cttegtgaac ccagggaagt 8340
gccagcectee tagagggtat ggtccaccct gectgggget cccaccgtgg caggctgegyg 8400
ggaaggacca gggacggtgt gggggagggc tcagggcccet gegggtgetce ctecatctte 8460
ggtgagccte ccecttcace caccgteceg cccacctect ctecacccectg gctgcacgte 8520
ttccacacca tcctgagtcece tacctacacce agagccagea aagcecagtgce agacaaaggce 8580
tggggtgcag gggggctgcc agggcagctt cggggaggga aggatggagg gaggggaggt 8640
cagtgaagag gcccecttee cctgggtcecca ggatcecctect ctgggaccee cggatcccat 8700
ccectectgg ctectgggagyg agaagcagga tgggagaatc tgtgcgggac cctctcacag 8760
tggaatatce ccacagcggce tcaggccaga cccaaaagece cctcagtgag ccctecactg 8820
cagtectggg cctgggtage agcccctecece acagaggaca gacccagcac cccgaagaag 8880
tcetgecagyg gggagcetcag agccatgaaa gagcaggata tggggtcccece gatacaggca 8940
cagacctcag ctccatccag geccaceggg acccaccatg ggaggaacac ctgtctecegg 9000
gttgtgaggt agctggccte tgtctcggac cccactccag acaccagaca gaggggcagy 9060
ccececaaaa ccagggttga gggatgatce gtcaaggcag acaagaccaa ggggcactga 9120
cceccagcaag ggaaggctece caaacagacg aggaggtttce tgaagectgte tgtatcacag 9180
tggggcatag ccatggctgg taccacagtg acactcgceca ggccagaaac cccgtceccaa 9240
gtcagcggaa gcagagagag cagggaggac acgtttagga tctgaggecg cacctgacac 9300
ccagggcagce agacgtctcecce cctccagggce accctccacce gtcecctgegtt tettcaagaa 9360
taggggcgge ctgagggggt ccagggecag gegataggte cectectacce caaggaggag 9420
ccaggcagga cccgagcacce g 9441
<210> SEQ ID NO 4
<211> LENGTH: 11592
<212> TYPE: DNA
<213> ORGANISM: Homo sapiens
<220> FEATURE:
<221> NAME/KEY: misc_feature
<222> LOCATION: (1)..(11592)
<223> OTHER INFORMATION: HD 1.20-6.25, 1.26
<400> SEQUENCE: 4
tcecccattga ggctgacctyg cccagacggg cctgggcecca cceccacacac cggggcggaa 60
tgtgtgcagg ccccagtete tgtgggtgtt cegetagetyg gggeccccag tgctcaccce 120
acacctaaag cgagccccag cctccagage ceectaagea ttecccgece agcageccag 180
ccectgeccee cacccaggag gecccagage tcagggegece tggteggatt ctgaacagece 240
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ccgagtcaca gtgggtatca ctggcacgac caccgtgaga aaaactgtgt ccaaaactga 300
ctectggeag cagteggagg ccccgecaga gaggggagea gecggectga acccatgtee 360
tgceggttee catgacccce agcacccaga gecccacggt gteccegttyg gataatgagg 420
acaagggctyg ggggcteegg tggtttgegg cagggacttyg atcacatcct tetgetgtgg 480
cceccattgee tetggetgga gttgacectt ctgacaagtyg tectcagaaa gacagggatce 540
accggcacct cccaatatca accccaggca gcacagacac aaaccccaca tccagagcca 600
actccaggag cagagacacc ccaacactct gggggacccece aaccgtgata actccccact 660
ggaatccgee ccagagtcta ccaggaccaa aggccctgec ctgtctetgt cectcactcea 720
gggectectyg cagggcgage gcettgggage agacteggte ttaggggaca ccactgtggg 780
ccccaacttt gatgaggcca ctgaccctte cttectttece tggggcagea cagactttgg 840
ggtctgggea gggaagaact actggetggt ggccaatcac agagccccca ggecgaggtyg 900
geeccaagaa ggcecctcagg aggtggecac tccacttect cecagetgga cceccaggtec 960
tceccaagat aggggtgcca tccaaggcag gtectccatg gagccccecctt cagactcecte 1020
cecgggaccee actggaccte agtccctget ctgggaatge agccaccaca agcacaccag 1080
gaagcccagyg cccagecace ctgcagtggg caagcccaca ctetggagca gagcagggtyg 1140
cgtetgggag gggctaacct ccccacccecee caccccccat ctgcacacag ccacctacca 1200
ctgcccagac cctctgcagg agggccaagce caccatgggg tatggactta gggtctcact 1260
cacgtgccte ccctectggg agaaggggece tcatgceccag atccectgcag cactagacac 1320
agctggagge agtggeccca gggccaccct gacctggeat ctaaggcetge tccageccag 1380
acagcactgce cgttectggg aagcctggge tecaccagac cacaggtcca gggcacagece 1440
cacaggagcce acccacacac agctcacagg aagaagataa gctccagacce ccagggceggg 1500
acctgectte ctgccaccac ttacacacag gccagggagce tgttcccaca cagatcaacc 1560
ccaaaccggg actgcctgge actagggtca ctgccatttce cctctceccatt cecteccagt 1620
gcctetgtge teectectte tggggaacac cctgtgcage ccectceectge agcccacacy 1680
ctggggagac cccaccctge ctecgggectt ttctacctge tgcacttgece geccacccaa 1740
acaaccctgg gtacgtgacc ctgcagtcct caccctgatce tgcaaccaga cccctgtece 1800
tcectectaaa caccecteece aggccaactce tgcacctgca ggcecctcecge tettetgeca 1860
caagagcctce aggtttteccect acctgtgcce acceccctaac cectectgece cacaacttga 1920
gttcttecte tectggagce cttgagecat ggcactgacce ctacactccce acccacacac 1980
tgcccatgece atcaccttec tectggacac tctgaccecg ctcececteee tetcagacce 2040
ggcectggta ttteccaggac aaaggctcac ccaagtctte cccatgcagg ccecttgecect 2100
cactgccectgg ttacacggga gcectectgtg cgcagaagca gggagctcag ctcettcecaca 2160
ggcagaaggc actgaaagaa atcagcctcc agtgccttga cacacgtccg cctgtgtcete 2220
tcactgcectg cacctgcagg gaggctcecge actceccctceta aagatgaggg atccaggcag 2280
caacatcacg ggagaatgca gggctcccag acagcccage cctectegeag gectetectg 2340
ggaagagacc tgcagccacce actgaacagc cacggaggtce getggatagt aaccgagtca 2400
gtgaccgace tggagggcag gggagcagtg aaccggagcec cataccatag ggacagagac 2460
cagcegcetaa catcccgage ccectcactgg cggecccaga acaccccegtyg gaaagagaac 2520
agacccacag tcccacctgg aacagggcag acactgctga gceccccagca ccagcecccaa 2580
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gaaacactag gcaacagcat cagagggggc tcctgagaaa gagaggaggg gaggtctect 2640
tcaccatcaa atgcttccct tgaccaaaaa cagggtccac gcaactcccece caggacaaag 2700
gaggagcccec ctgtacagca ctgggctcag agtcctctet gagacaggcet cagtttcaga 2760
caacaaccceg ctggaatgca cagtctcage aggagagcca ggccagagece agcaagagga 2820
gactcggtga caccagtctce ctgtagggac aggaggattt tgtgggggtt cgtgtcactg 2880
tgagcacatt gtggtggtca ctgccattce cacagtgaca caaccccatt cctaaagccce 2940
tactgcaaac gcacccactc ctgggactga ggggctgggg gagcgtctgg gaagtatggce 3000
ctaggggtgt ccatcaatgc ccaaaatgca ccagactcte cccaagacat caccccacca 3060
geccagtgage agagtaaaca gaaaatgaga agcagctggg aagcttgcac aggccccaag 3120
gaaagagctt tggcaggtgt gcaagagggg atgtgggcag agcctcagca gggccttttg 3180
ctgtttetge tttectgtge agagagttce ataaactggt attcaagatc aatggctggg 3240
agtgagccca ggaggacagt gtgggaagag cacagggaag gaggagcagce cgctatccta 3300
cactgtcatc ttttgaaagt ttgccctgtg cccacaatgce tgcatcatgg gatgcttaac 3360
agctgatgta gacacagcta aagagagaat cagtgaaatg gatttgcagc acagatctga 3420
ataaatccte cagaatgtgg agcagcacag aagcaagcac acagaaagtyg cctgatgcca 3480
aggcaaagtt cagtgggcac cttcaggcat tgctgctggg cacagacact ctgaaaagca 3540
ctggcaggaa ctgcctgtga caaagcagaa ccctcaggea atgcecagcecce tagagecctt 3600
cctgagaacc tcatgggcaa agatgtgcag aacagctgtt tgtcatagcc ccaaactatg 3660
gggctggaca aagcaaacgt ccatctgaag gagaacagac aaataaacga tggcaggttce 3720
atgaaatgca aactaggaca gccagaggac aacagtagag agctacaggce ggctttgegg 3780
ttgagttcat gacaatgctg agtaattgga gtaacagagg aaagcccaaa aaatactttt 3840
aatgtgattt cttctaaata aaatttacac ccggcaaaat gaactatctt cttaagggat 3900
aaactttccce ctggaaaaac tataaggaaa atcaagaaaa cgatgatcac ataaacacag 3960
tggtggttac ttctactggg gaaggaagag ggtatgagct gagacacaca gagtcggcaa 4020
gtctecctaac aagaacagaa caaatacatt acagtacctt gaaaacagca gttaaacttc 4080
taaatcgcaa gaagaggaaa atgcacacac ctgtgtttag aaaattctca gtccagcact 4140
gttcataata gcaaagacat taacccaggt tggataaata agcgatgaca caggcaattg 4200
cacaatgata cagacataca ttcagtatat gagacatcga tgatgtatcc ccaaagaaat 4260
gactttaaag agaaaaggcc tgatgtgtgg tggcaatcac ctccctgggce atccccggac 4320
aggctgcagg ctcactgtgt ggcagggcag gcaggcacct gcectggcaget cctggggect 4380
gatgtggagc aggcacagag ctgtatatcc ccaaggaagg tacagtcagt gcattccaga 4440
gagaagcaac tcagccacac tccctggcca gaacccaaga tgcacaccca tgcacaggga 4500
ggcagagcee agcacctcceg cagccaccac cacctgegea cgggccacca ccttgcagge 4560
acagagtggg tgctgagagg aggggcaggg acaccaggca gggtgagcac ccagagaaaa 4620
ctgcagaagc ctcacacatc cctcacctgg cctgggette acctgacctg gacctcacct 4680
ggccteggge ctcacctgca cctgctecag gtcecttgectgyg agectgagta gcactgagge 4740
tgtagggact catccagggt tggggaatga ctctgcaact ctcccacatce tgacctttcet 4800
gggtggaggc acctggtggce ccagggaata taaaaagccc cagaatgatg cctgtgtgat 4860
ttgggggcaa tttatgaacc cgaaaggaca tggccatggg gtgggtaggg acagtaggga 4920
cagatgtcag cctgaggtga agcctcagga cacaggtggg catggacagt gtccacctaa 4980
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gcgagggaca gacccgagtg tccctgcagt agacctgaga gegetgggec cacagcectece 5040
ccteggggece ctgctgecte ctcaggtcag ccctggacat ceccgggttte ceccaggectg 5100
gcggtaggtt tgaagtgagg tctgtgtcac tgtggtatca ctatcatagt agtggtcatt 5160
actaccacag tgtcacagag tccatcaaaa actcatgect gggagcctcece caccacagcce 5220
ctcectgegg gggaccgetyg catgecegtgt taggattttg atcgaggaca cggcgccatg 5280
ggtatggtgyg ctaccacagce agtgcagccce atgacccaaa cacacggggce agcagaaaca 5340
atggacaggc ccacaagtga ccatgatggg ctccagccca ccagecccag agaccatgaa 5400
acagatggcc aaggtcaccc tacaggtcat ccagatctgg ctccaagggg tcetgcatcegce 5460
tgctgeccte ccaacgccaa accagatgga gacagggcecg gcecccatage accatctget 5520
geegtecace cagcagtcce ggaagecect cectgaacge tgggccacgt gtgtgaaccce 5580
tgcgagcccee ccatgtcaga gtaggggcag caggagggeyg gggctggece tgtgecactgt 5640
cactgccecect gtggtccecetg gectgectgg ccecctgacacce tgagectcte ctgggtcecatt 5700
tccaagacat tcccagggac agccggagct gggagtceget catcctgcect ggctgtectg 5760
agtcctgete atttccagac ctcaccaggg aagccaacag aggactcacc tcacacagtce 5820
agagacaacg aaccttccag aaatccctgt ttectcectecce agtgagagaa accctcettece 5880
agggtttcte ttctectceecca cectettcecca ggacagtect cagcagcatce acagcgggaa 5940
cgcacatctyg gatcaggacg gcccccagaa cacgcgatgg cccatgggga cagcccagece 6000
cttcccagac ccctaaaagg tatccccacce ttgcacctge cccagggctce aaactccagg 6060
aggcctgact cctgcacacce ctectgeccag atatcacctce agceccccecctece tggaggggac 6120
aggagcccegg gagggtgagt cagacccacce tgecctcaat ggcaggceggyg gaagattcag 6180
aaaggcctga gatccccagg acgcagcacce actgtcaatyg ggggccccag acgectggac 6240
cagggcctgt gtgggaaagg cctctggcca cactcagggg ctttttgtga agggccctcece 6300
tgctgtgtga ccacggtggt cactcccaca gtgatgaaac cagcagcaaa aactgaccgg 6360
actcgcaggg tttatgcaca cttcteggcet cggagctcetce caggagcaca agagccaggce 6420
ccgagggttt gtgcccagac cctcecggecte tagggacacce cgggccatct tagccgatgg 6480
gctgatgece tgcacaccgt gtgctgccaa acaggggctt cagagggcectce tgaggtgact 6540
tcactcatga ccacaggtgc cctggtccct tcactgccag ctgcaccaga ccctgttecg 6600
agagatgccce cagttccaaa agccaattce tggggccecggg aattactgta gacaccagcece 6660
tcattccagt acctcecctgec aattgcectgg attcccatcce tggctggaat caagagggca 6720
gcatccgeca ggceteccaac aggcaggact cccacacacce ctectcetgag aggecgetgt 6780
gttecegecagyg gecaggccge agacagttcece cctcacctge ccatgtagaa acacctgeca 6840
ttgtcgtecce cacctggcaa agaccacttg tggagccccce agccccaggt acagctgtag 6900
agagagtcct cgaggcccct aagaaggagce catgcccagt tetgccggga cccteggceca 6960
ggccgacagyg agtggacgct ggagetggge ccacactggg ccacatagga gctcaccagt 7020
gagggcagga gagcacatgce cggggagcac ccagcectect getgaccaga gacccgtecce 7080
agagcccagg aggctgcaga ggcctcteca gggggacaca gtgcatgtet ggtceectgag 7140
cagcccececag getctctage actgggggcece cctggcacag ctgtctggac cctecctgtt 7200
ccetgggaag ctectectga cagcecccgcece tcecagtteca ggtgtggtta ttgtcagggg 7260
gtgccaggee gtggtagaca tggccaccat taccacagtg gtgccgecca tagcagcaac 7320
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caggccaagt agacagaccc ctgccacgca gecccaggece tcecagctcac ctgettetee 7380
tggggctcecte aaggctgetg tetgcecectcet ggecectetgt ggggagggtt cectcagtgg 7440
gaggtctgtyg cteccagggca gggatgactg agatagaaat caaaggctygg cagggaaagyg 7500
cagctteceg ccctgagagg tgcaggcage accacagage catggagtca cagagcecacg 7560
gagcccccayg tgtgggcegtyg tgagggtgct gggcteccgg caggceccage cctgatgggyg 7620
aagcctgece cgtceccacag cccaggtecee caggggcage aggcacagaa gctgcecaage 7680
tgtgctcectac gatcctcate cctceccagcag catccactecce acagtgggga aactgagect 7740
tggagaacca cccagceccce tggaaacaag geggggagece cagacagtgg gcccagagca 7800
ctgtgtgtat cctggcacta ggtgcaggga ccacccggag atccccatca ctgagtggcece 7860
agcctgcaga aggacccaac cccaaccagg ccgcttgatt aagctccatce ccecctgtect 7920
gggaacctcet tcccagcgece accaacagcet cggcttecca ggecctcatce cctcecaagga 7980
aggccaaagg ctgggectge caggggcaca gtaccctecee ttgecctgge taagacaggg 8040
tgggcagacg gctgcagata ggacatattg ctggggcatc ttgctctgtg actactgggt 8100
actggctcectce aacgcagacc ctaccaaaat ccccactgec tcecccctgcta ggggcetggece 8160
tggtctecte ctgctgtect aggaggctgce tgacctcecag gatggcttet gteccccagtt 8220
ctagggccag agcagatccce aggcaggetg taggetggga ggcecaccect gtecttgecg 8280
aggttcagtg caggcaccca ggacaggaaa tggcectgaac acagggatga ctgtgcecatg 8340
ccectacctaa gtceccgecect ttetactcectg caacccccac tccccaggte agecccatgac 8400
gaccaacaac ccaacaccag agtcactgcce tggccctgece ctggggagga cccectcagec 8460
cccacccetgt ctagaggagt tggggggaca ggacacaggce tctctectta tggttceccce 8520
acctggctcece tgccgggacce cttggggtgt ggacagaaag gacgcctgcece taattggecce 8580
ccaggaacce agaacttctce tccagggacce ccageccgag caccccctta cccaggacce 8640
agccctgece ctectecect ctgctcetect ctecatcacte catgggaatce cagaatccce 8700
aggaagccat caggaagggc tgaaggagga ageggggcecg ctgcaccacce gggcaggagg 8760
ctecegtette gtgaacccag ggaagtgcca gcctectaga gggtatggte caccctgect 8820
ggggctcecca cegtggcagg ctgeggggaa ggaccaggga cggtgtgggg gagggctcag 8880
ggcecctgecag gtgcteccate ttggatgage ccatccecctet cacccaccga ccegceccace 8940
tcetetecac cectggccaca cgtcegteccac accatcctga gtcccaccta caccagagcece 9000
agcagagcca gtgcagacag aggctggggt gcagggggge cgcecagggcea gcetttgggga 9060
gggaggaatyg gaggaagggg aggtcagtga agaggccccce cteccctyggg tctaggatcece 9120
acctttggga ccceceggate ccatccecte caggetcetgg gaggagaage aggatgggag 9180
attctgtgca ggaccctecte acagtggaat acctccacag cggctcaggce cagatacaaa 9240
agccectcag tgagecctee actgcagtge agggectggg ggcageccect cccacagagg 9300
acagacccag caccccgaag aagtcctgece agggggaget cagagccatyg aaggagcaag 9360
atatggggac cccaatactg gcacagacct cagctccate caggcccacce aggacccace 9420
atgggtggaa cacctgtctce cggcccectge tggctgtgag gcagctggece tetgtcetegg 9480
acccecatte cagacaccag acagagggac aggcccccca gaaccagtgt tgagggacac 9540
ceetgtecag ggcagecaag tccaagagge gegetgagece cagcaaggga aggceccccaa 9600
acaaaccagg aggtttctga agctgtctgt gtcacagtcg ggcatagcca cggctaccac 9660
aatgacactg ggcaggacag aaaccccatc ccaagtcage cgaaggcaga gagagcaggce 9720
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aggacacatt taggatctga ggccacacct gacactcaag ccaacagatg tctccectcee 9780
agggcgcecct gecctgttca gtgttectga gaaaacaggg gcagcctgag gggatccagg 9840
gecaggagat gggtccccte taccccgagg aggagecagg cgggaatccc agecccctece 9900
ccattgagge catcctgeccce agaggggecce ggacccaccece cacacaccca ggcagaatgt 9960
gtgcaggecct caggctcectgt gggtgcceget agctgggget gcecagtcecctce accccacacce 10020
taaggtgagc cacagccgcec agagcectcca caggagacce cacccagcag cccagecccect 10080
acccaggagg ccccagagct cagggcegcect gggtggatte tgaacagccce cgagtcacgg 10140
tgggtatcat gggagccact accactgtga gaaaagctat gtccaaaact gtctcececcgge 10200
cactgctgga ggcccagcca gagaagggac cagccgcccg aacatacgac cttcccagac 10260
ctcatgaccce ccagcacttg gagctceccaca gtgtcceccat tggatggtga ggatggggge 10320
cggggccatce tgcacctcec aacatcaccce ccaggcagca caggcacaaa ccccaaatcce 10380
agagccgaca ccaggaacac agacacccca ataccctggg ggaccctgge cctggtgact 10440
tcecactggg atccacccece gtgtcecacct ggatcaaaga ccccaccget gtcectetgtee 10500
ctcactcagg gcctgctgag gggcgggtge tttggagcag actcaggttt aggggccacce 10560
attgtggggce ccaacctcga ccaggacaca gatttttett tectgeccctg gggcaacaca 10620
gactttgggg tctgtgcagg gaggaccttc tggaaagtca ccaagcacag agccctgact 10680
gaggtggtct caggaagacc cccaggaggg ggcttgtgec ccttectecte atgtggacce 10740
catgcceccce aagatagggg catcatgcag ggcaggtcect ccatgcagec accactagge 10800
aactcecectgg cgccggteece cactgegect ccatccegge tctggggatg cagccaccat 10860
ggccacacca ggcagcccgg gtcecagcaac cctgcagtge ccaagccctt ggcaggatte 10920
ccagaggctyg gagcccaccce ctcectcecatcee ccccacacct gcacacacac acctaccccece 10980
tgcccagtcee cecteccagga gggttggage cgcccatagg gtgggggctce caggtcetcac 11040
tcactcgett cecttectgg gcaaaggagce ctecgtgeccce ggtcecccect gacggegetg 11100
ggcacaggtg tgggtactgg gccccagggce tcectceccagec ccagctgecce tgctcectcecect 11160
gggaggccetyg ggcaccacca gaccaccagt ccagggcaca gccccaggga gccgcccact 11220
gccagctcac aggaagaaga taagcttcag accctcaggg ccgggagctg ccttectgece 11280
accccttect gecccagace teccatgecct cccccaacca cttacacaca agccagggag 11340
ctgtttccac acagttcaac cccaaaccag gacggcctgg cactcgggtce actgecattt 11400
ctgtctgcat tecgctcccag cgccectgtg ttececteect cctecctect tectttette 11460
ctgcattggg ttcatgccgce agagtgccag gtgcaggtca gccctgaget tggggtcace 11520
tcetcactga aggcagccte agggtgccca ggggcaggca gggtgggggt gaggcettcca 11580
gctceccaaceg ct 11592
<210> SEQ ID NO 5
<211> LENGTH: 689
<212> TYPE: DNA
<213> ORGANISM: Mus musculus
<220> FEATURE:
<221> NAME/KEY: misc_feature
<222> LOCATION: (1)..(689)
<223> OTHER INFORMATION: Mouse Ei (an intronic enhancer)
<400> SEQUENCE: 5
tctagagagg tctggtggag cctgcaaaag tcecagcettte aaaggaacac agaagtatgt 60
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gtatggaata ttagaagatg ttgcttttac tcttaagttg gttcctagga

aatactgtga ctttaaaatg tgagagggtt ttcaagtact cattttttta

attcttgtca atcagtttga ggtcttgttt gtgtagaact gatattactt

cgaggaatgg gagtgaggct ctctcataac ctattcagaa ctgactttta

attaagtttc aaatattttt aaatgaattg agcaatgttg agttggagtce

atcagaacca gaacacctge agcagctgge aggaagcagg tcatgtggca

gggaagggaa aataaaacca ctaggtaaac ttgtagetgt ggtttgaaga

aaacactctyg tccageccca ccaaaccgaa agtccagget gagcaaaaca

aatttgcatt tctaaaataa gttgaggatt cagccgaaac tggagaggtce

ttattgagtt caacctttta attttagett gagtagttct agtttcccca

tatcgacttce taaaatgtat ttagaattc

<210>
<211>
<212>
<213>
<220>
<221>
<222>
<223>

<400>

SEQ ID NO 6
LENGTH: 3518

TYPE: DNA

ORGANISM: Mus musculus
FEATURE:

NAME/KEY: misc_feature
LOCATION: (1).. (3518

OTHER INFORMATION: Mouse Switch Region

SEQUENCE: 6

acttatttca gttgaacatg ctggttggtg gttgagagga cactcagtca

tgaagggctt ctaagccagt ccacatgete tgtgtgaact cectetggece

ttgaatggge caaaggtctg agaccagget getgetgggt aggectggac

ccacccagac ctgggaatgt atggttgtgg cttetgecac ccatccacct

ggaccagcca gecteggtgg ctttgaagga acaattccac acaaagactce

cgaaaccagg caccgcaaat ggtaagecag aggcagcecac agetgtgget

aagcttgtaa actgtttetg cttaagaggg actgagtcett cagtcattge

gaaagagaca tttgtgtgtc ttttgagtac cgttgtctgg gtcactcaca

cttgaaaaac tagtaaaaga aaaatgttgc ctgttaacca ataatcatag

actttgagga aatcttagaa agecgtgtata caattgtctg gaattattte

attagttgag gtactgatge tgtctctact tcagttatac atgtgggttt

tctattctgg ctettettaa gecagaaaatt tagataaaat ggatacctca

atggtgggtt taatatagaa ggaatttaaa ttggaagcta atttagaatc

gacccaggct aagaaggcaa tcctgggatt ctggaagaaa agatgttttt

gaaaacacta ctacattctt gatctacaac tcaatgtggt ttaatgaatt

agtaaatgta cttcctggtt gttaaagaat ggtatcaaag gacagtgcett

tgagtgtgag aggacagggg ctggggtatg gatacgcaga aggaaggcca

gaattgagaa agaatagaga cctgcagttyg aggccagcag gteggetgga

agccacagta atgacccaga cagagaaagce cagactcata aagcttgetg

agggaacaag dgttgagagcc ctagtaageg aggctctaaa aagcacagcet

gggtgggett ctectgagtge ttctaaaatg cgctaaactyg aggtgattac

gcaaagctgg gcttgagcca aaatgaagta gactgtaatg aactggaatg

ctaagctaaa ctaggetgge ttaaccgaga tgagccaaac tggaatgaac

aaaatagtta
aatgtccaaa
aaagtttaac
acaataataa
aagatggccg
aggctatttyg
agtggttttyg
ccacctgggt
ctcttttaac

aacttaagtt

gtcagtgacg

ctgcttattg

tttgggtete

ggctgcteat

tggacctete

getgetetta

tttaggggga

tttaactttc

agctcatggt

agttaagtgt

gaattttgaa

gtggttttta

agtaaggagg

agtttttata

tgaagttgee

agatccgagyg

cagctgtaca

ctaactctce

agcaaaatta

gagctgagat

tctgaggtaa

agctgggccg

ttcattaatc

120

180

240

300

360

420

480

540

600

660

689

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900

960

1020

1080

1140

1200

1260

1320

1380
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taggttgaat agagctaaac tctactgect

ggggtgagct cagctatget acgetgtgtt

ggagtagctg agatggggtg agatggggtg

agctagggtyg agctgagetyg ggtgagetga

gctgagctag ggtgagctgg gctgagctgg

gatgagctgg ggtgagctga gctgagctgg

gctgggctga gctgggctga gctgggctga

gctgagctgg ggtgagctga gctgagctgg

gctgagctga gctggggtga gctgagctgg

getgagetga gctgagetga getggggtga

ggtgagctga gctgagetgg agtgagctga

getggggtga getgagetga getgagetga

gctgagctgg ggtgagctgg gctgagctga

getgagetga gctgagetga getgagetga

gectgagetgg getgagetgg ggtgagetgg

ggtgagctga gctggggtga gctgagctga

getgagetga getggggtga getgagetga

gctgagcagg gctgagctgg ggtgagctga

getgagetga gcetgagetgg getgagetgg

gectgagetgg ggtgagetga getggggtga

gectggggtga gcetgagetga getggggtga

ggtgagctga gctgagctgg ggtgagctga

gtgagctgag ctgaggtgaa ctggggtgag

atgagctgaa ctggggtaaa ctgggatgag

ctgtgtgage tgagetgggg tcagetgage

agaatcaatt aggctaagtg agccagattg

ggatgaggta ggctgggatg agctgggcta

catgggctgg cctagetgat gagctaaget

gtgctagact gagctgtact ggatgatctg

getgatggga tgcgecaggt tgaactagge

tgagatggtt cgggatgage tgggaaaaga

ggttgggaga ccatgaattg agctgaactg

agaatagact acctgaattg tgccaaactce

tagatgagce ggactaaact atgctgaget

tgctgggetyg gcatagetga gttgaactta

ttgcatagag ctgaacttta gectagectg

<210>
<211>
<212>
<213>
<220>

SEQ ID NO 7

LENGTH: 315

TYPE: DNA

ORGANISM: Mus musculus
FEATURE:

acactggact

ggggtgaget

agctgagetyg

gctaagetygyg

ggtgagctga

agtgagctga

getggggtga

ggtgagctgg

ggtgagctga

getgagetga

gctgggctga

getggggtga

getgagetga

getgagetga

getgagetgg

gctgggctga

getgagetgg

getgagetgg

getgagetgg

getggggtga

getgagetgg

gctagggtga

ccgggatgtt

ctgtggtgag

aagagtgagt

tgctgggatc

getgacatgg

tgaatgagcg

gtgtagggtg

tcagataagt

tggactcgga

agtgcagcetyg

ggctgggatc

ggactggttg

aatgaggaag

agctggac

gttetgaget gagatgaget

gatctgaaat gagatactct

ggctgageta gactgagetg

ggtgagctga gctgagettg

gctgagctgg ggtaagctgg

getgggcetga getggggtga

gctgagctgg ggtgagctga

ggtgagctga gctggggtga

gctgagctgg ggtgagctga

getgagetgg ggtgagetgg

getggggtga gctgggetga

gctgagctga gctggggtga

getgagetga getgagetga

gctgagctgg ggtgagctga

gctgagctgg gctgagctgg

gctgagctga gctggggtga

ggtgagctga gctgagctgg

ggtgagctgg gctgagetgg

gctgagctgg gctgagctgg

gctgagctgg ggtgagctga

ggtgagctga gctgagctgg

actgggctgg gtgagctgga

ttgagttgag ctggggtaag

cggagcetgga ttgaactgag

agagctgget ggccagaacc

agctgtacte agatgagcetg

attatgtgag gctgagctag

gggcetgaget ggactcagat

atctggactce aactgggcetg

taggctgagt agggcctggt

ccatgaactyg ggctgagetyg

ggataaactg ggttgagcta

aattggaaat tatcaggatt

gatgtgttga actggcctge

getgagcaag gctagectge

1440

1500

1560

1620

1680

1740

1800

1860

1920

1980

2040

2100

2160

2220

2280

2340

2400

2460

2520

2580

2640

2700

2760

2820

2880

2940

3000

3060

3120

3180

3240

3300

3360

3420

3480

3518
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<221> NAME/KEY: misc_feature
<222> LOCATION: (1)..(315)
<223> OTHER INFORMATION: mouse IgM exon 1
<400> SEQUENCE: 7
agagtcagtc cttcccaaat gtcetteccee tegtetectyg cgagagcecce ctgtcectgata 60
agaatctggt ggccatggge tgcctggecce gggacttect geccagcace atttecttca 120
cctggaacta ccagaacaac actgaagtca tccagggtat cagaaccttce ccaacactga 180
ggacagggygyg caagtaccta gccacctcge aggtgttget gtcectcccaag agcatccttg 240
aaggttcaga tgaatacctg gtatgcaaaa tccactacgg aggcaaaaac aaagatctge 300
atgtgcccat tccag 315

<210> SEQ ID NO 8

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 8

Val Gln Leu Glu Arg
1 5

<210> SEQ ID NO 9

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 9

Val Pro Leu Ala Arg
1 5

<210> SEQ ID NO 10

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 10

Val Ser Leu Ala Leu
1 5

<210> SEQ ID NO 11

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 11

Val Ser Leu Ala Arg
1 5

<210> SEQ ID NO 12

<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 12

Trp Glu Leu Leu
1
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<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

13

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Val Ser Trp Glu
1

<210> SEQ ID NO
<211> LENGTH: 5
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Tyr Gln Leu Leu
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

13
Pro Leu
5

14

Homo sapiens

14

Tyr

15

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Ser Tyr Gln Leu
1

<210> SEQ ID NO
<211> LENGTH: 4
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:
Arg Ile Leu Tyr

1

<210> SEQ ID NO
<211> LENGTH: 5
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:
Trp Cys Met Leu

1

<210> SEQ ID NO

<211> LENGTH: 10

<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

15
Pro Tyr
5

16

Homo sapiens

16

17

Homo sapiens

17

Tyr

18

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Arg Thr Leu Tyr
1

<210> SEQ ID NO
<211> LENGTH: 5
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

18
Ser Trp Cys Met Pro Tyr
5 10

19

Homo sapiens

19
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Ser Ile Leu Trp
1

<210> SEQ ID NO
<211> LENGTH: 9
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

Trp

20

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Ser Thr Leu Trp
1

<210> SEQ ID NO

<211> LENGTH: 10

<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:
Val Leu Arg Phe

1

<210> SEQ ID NO

<211> LENGTH: 10

<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

20
Trp Ser Leu Pro Phe
5

21

Homo sapiens

21

Leu Glu Trp Leu Leu Tyr
5 10

22

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Val Ser Pro Phe
1

<210> SEQ ID NO
<211> LENGTH: 9
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Val Leu Arg Tyr
1

<210> SEQ ID NO
<211> LENGTH: 9
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

22
Leu Glu Trp Ser Leu Tyr
5 10

23

Homo sapiens

23

Phe Asp Trp Leu Leu
5

24

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Val Ser Pro Tyr
1

<210> SEQ ID NO
<211> LENGTH: 9
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:
Val Leu Leu Trp

1

<210> SEQ ID NO
<211> LENGTH: 9

24

Phe Asp Trp Ser Leu
5

25

Homo sapiens
25
Phe Gly Glu Leu Leu

5

26
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<212> TYPE: PRT
<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 26

Val Ser Pro Trp Phe Gly
1 5

<210> SEQ ID NO 27
<211> LENGTH: 9
<212> TYPE: PRT

Mammal

Glu Ser Leu

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 27

Leu Arg Leu Gly Glu Leu
1 5

<210> SEQ ID NO 28
<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 28

Ser Arg Leu Gly Glu Ser
1 5

<210> SEQ ID NO 29
<211> LENGTH: 4
<212> TYPE: PRT

Ser Leu Tyr

Mammal

Ser Leu Tyr

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 29

Trp Leu Leu Leu
1

<210> SEQ ID NO 30
<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 30

Val Ser Leu Ser
1

<210> SEQ ID NO 31
<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 31

Trp Ser Leu Leu
1

<210> SEQ ID NO 32
<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

Mammal

Mammal

Mammal
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<400> SEQUENCE: 32

Pro Gln Ser Leu
1

<210> SEQ ID NO 33

<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 33

Pro Arg Ser Leu
1

<210> SEQ ID NO 34

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 34

Pro Arg Trp Ser Leu
1 5

<210> SEQ ID NO 35

<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 35

Trp Ile Gln Leu Trp Leu
1 5

<210> SEQ ID NO 36

<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 36

Trp Thr Gln Pro Trp Leu
1 5

<210> SEQ ID NO 37

<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 37

Trp Leu Arg Leu
1

<210> SEQ ID NO 38

<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 38

Trp Pro Pro Leu
1
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<210> SEQ ID NO 39

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 39

Arg Trp Leu Gln Leu
1 5

<210> SEQ ID NO 40

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 40

Thr Trp Pro Pro Leu
1 5

<210> SEQ ID NO 41

<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 41

Gln Gln Leu Val
1

<210> SEQ ID NO 42

<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 42

Pro Gln Leu Val
1

<210> SEQ ID NO 43

<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 43

Gln Trp Leu Val
1

<210> SEQ ID NO 44

<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 44
Pro Trp Leu Val

1

<210> SEQ ID NO 45

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 45
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132

Tyr Asn Trp Asn
1

<210> SEQ ID NO
<211> LENGTH: 5
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:
<223> OTHER INFO

<400> SEQUENCE:

Tyr His Trp His
1

<210> SEQ ID NO
<211> LENGTH: 5
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Tyr Asn Trp Asn
1

<210> SEQ ID NO
<211> LENGTH: 5
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:
<223> OTHER INFO

<400> SEQUENCE:

Tyr His Trp His
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Tyr Ser Gly Ser
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:
<223> OTHER INFO

<400> SEQUENCE:
Tyr His Gly Ser

1

<210> SEQ ID NO
<211> LENGTH: 10
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:
Gly Tyr Cys Ser

1

<210> SEQ ID NO
<211> LENGTH: 10

Asp

46

Unknown
RMATION: Mammal
46

Asp

47

Homo sapiens
47

Tyr

48

Unknown
RMATION: Mammal
48

Tyr

5

49

Homo sapiens
49

Tyr Tyr

50

Unknown
RMATION: Mammal
50

His Tyr

5

51

Homo sapiens
51
Ser Thr Ser Cys Tyr Thr

5 10

52
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134

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 52

Gly His Cys Ser His Thr Ser Cys His Thr
1 5 10

<210> SEQ ID NO 53

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 53

Gly Tyr Cys Thr Asn Gly Val Cys Tyr Thr
1 5 10

<210> SEQ ID NO 54

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 54

Gly His Cys Thr His Gly Val Cys His Thr
1 5 10

<210> SEQ ID NO 55

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 55

Gly Tyr Cys Ser Gly Gly Ser Cys Tyr Ser
1 5 10

<210> SEQ ID NO 56

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 56
Gly His Cys Ser His Gly Ser Cys His Ser

1 5 10

<210> SEQ ID NO 57
<211> LENGTH: 9
<212> TYPE: PRT

<213> ORGANISM:
<400> SEQUENCE:

Ala Tyr Cys Gly
1

<210> SEQ ID NO
<211> LENGTH: 9
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

Homo sapiens

57
Gly Asp Cys Tyr Ser
5

58

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

58
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-continued

136

Ala His Cys Gly Gly His Cys His Ser
1 5

<210> SEQ ID NO 59

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 59

Tyr Tyr Asp Phe Trp Ser Gly Tyr Tyr Thr
1 5 10

<210> SEQ ID NO 60

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 60

Tyr His His Phe Trp Ser Gly His Tyr Thr
1 5 10

<210> SEQ ID NO 61

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 61

Tyr Tyr Asp Ile Leu Thr Gly Tyr Tyr Asn
1 5 10

<210> SEQ ID NO 62

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 62

Tyr His His Ile Leu Thr Gly His Tyr Asn
1 5 10

<210> SEQ ID NO 63

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 63

Tyr Tyr Tyr Gly Ser Gly Ser Tyr Tyr Asn
1 5 10

<210> SEQ ID NO 64

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 64
Tyr His His Gly Ser Gly Ser His Tyr Asn

1 5 10

<210> SEQ ID NO 65
<211> LENGTH: 12
<212> TYPE: PRT
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138

<213> ORGANISM:
<400> SEQUENCE:
Tyr Tyr Asp Tyr

1

<210> SEQ ID NO

<211> LENGTH: 12

<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

Homo sapiens

65

Val Trp Gly Ser Tyr Arg Tyr Thr
5 10

66

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Tyr His Asp His
1

<210> SEQ ID NO

<211> LENGTH: 10

<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:
Tyr Tyr Tyr Asp

1

<210> SEQ ID NO

<211> LENGTH: 10

<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

66
Val Trp Gly Ser His Arg Tyr Thr
5 10

67

Homo sapiens

67

Ser Ser Gly Tyr Tyr Tyr
5 10

68

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Tyr His Tyr His
1

<210> SEQ ID NO
<211> LENGTH: 5
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Asp Tyr Ser Asn
1

<210> SEQ ID NO
<211> LENGTH: 4
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

68
Ser Ser Gly His Tyr Tyr
5 10

69

Homo sapiens

69

Tyr

70

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Pro Gln Ser Leu
1

<210> SEQ ID NO
<211> LENGTH: 5
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Asp Tyr Gly Asp
1

70

71

Homo sapiens
71

Tyr
5
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140

<210> SEQ ID NO 72
<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 72

Asp His Gly His Tyr
1 5

<210> SEQ ID NO 73
<211> LENGTH: 6
<212> TYPE: PRT

Mammal

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 73

Asp Tyr Gly Gly Asn Ser
1 5

<210> SEQ ID NO 74
<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 74

Asp His Gly Gly His Ser
1 5

<210> SEQ ID NO 75
<211> LENGTH: 6
<212> TYPE: PRT

Mammal

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 75

Gly Tyr Ser Tyr Gly Tyr
1 5

<210> SEQ ID NO 76
<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 76

Gly His Ser His Gly Tyr
1 5

Mammal

<210> SEQ ID NO
<211> LENGTH: 7
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Gly Tyr Ser Gly
1

<210> SEQ ID NO
<211> LENGTH: 7
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

77

Homo sapiens
77
Tyr Asp Tyr
5

78

Unknown

<223> OTHER INFORMATION: Mammal
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141

-continued

142

<400> SEQUENCE:

Gly His Ser Gly
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Arg Asp Gly Tyr
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

78
His His Tyr
5

79

Homo sapiens

79

Asn Tyr

80

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Arg His Gly His
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Glu Tyr Ser Ser
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

80

His Tyr

81

Homo sapiens
81

Ser Ser

5

82

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Glu His Ser His
1

<210> SEQ ID NO
<211> LENGTH: 7
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Gly Tyr Ser Ser
1

<210> SEQ ID NO
<211> LENGTH: 7
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

82
Ser Ser
5

83

Homo sapiens
83
Ser Trp Tyr
5

84

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Gly His Ser His
1

84

Ser Trp Tyr
5
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144

<210> SEQ ID NO
<211> LENGTH: 7
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Gly Tyr Ser Ser
1

<210> SEQ ID NO
<211> LENGTH: 7
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

85

Homo sapiens
85
Gly Trp Tyr
5

86

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Gly His Ser His
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Gly Tyr Ser Ser
1

<210> SEQ ID NO
<211> LENGTH: 5
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Gly Thr Thr Gly
1

<210> SEQ ID NO
<211> LENGTH: 5
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Gly Ile Thr Gly
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Gly Ile Val Gly
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

86
Gly Trp Tyr
5

87

Homo sapiens
87

Gly Tyr

88

Homo sapiens
88

Thr

89

Homo sapiens
89

Thr

90

Homo sapiens
90

Ala Thr

5

91

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Gly Ile Met Gly
1

91

Ala Thr
5
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146

<210> SEQ ID NO
<211> LENGTH: 9
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Asp Ile Val Val
1

<210> SEQ ID NO
<211> LENGTH: 9
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

92

Homo sapiens

92

Val Pro Ala Ala Ile
5

93

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Asp Ile Val Val
1

<210> SEQ ID NO
<211> LENGTH: 9
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Asp Ile Val Leu
1

<210> SEQ ID NO
<211> LENGTH: 9
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Asp Ile Val Val
1

<210> SEQ ID NO
<211> LENGTH: 9
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

93
Ile Pro Ala Ala Ile
5

94

Homo sapiens

94

Met Val Tyr Ala Ile
5

95

Homo sapiens

95

Val Val Ala Ala Thr
5

96

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Asp Ile Val Val
1

<210> SEQ ID NO
<211> LENGTH: 8
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:
His Ile Val Val

1

<210> SEQ ID NO
<211> LENGTH: 9
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

96

Met Val Ala Ala Thr
5

97

Homo sapiens

97

Val Thr Ala Ile
5

98

Homo sapiens

98
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Ile Thr Ile Phe
1

<210> SEQ ID NO
<211> LENGTH: 4
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:
Ile Thr Ile Phe

1

<210> SEQ ID NO
<211> LENGTH: 4
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:
Leu Val Ile Ile

1

<210> SEQ ID NO
<211> LENGTH: 9
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:
Ile Thr Met Val

1

<210> SEQ ID NO

<211> LENGTH: 11

<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Ile Met Ile Thr
1

<210> SEQ ID NO
<211> LENGTH: 9
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Ile Thr Met Ile
1

<210> SEQ ID NO
<211> LENGTH: 8
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

Gly Val Val Ile Ile
5

99

Homo sapiens

99

100

Homo sapiens

100

101

Homo sapiens

101

Arg Gly Val Ile Ile
5

102

Homo sapiens

102

Phe Gly Gly Val Ile Val Ile

5

103

Homo sapiens

103

Val Val Val Ile Thr
5

104

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Ile Thr Ile Val
1

<210> SEQ ID NO
<211> LENGTH: 4
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

104
Val Val Ile Thr
5

105

Homo sapiens

105
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Thr Thr Val Thr
1

<210> SEQ ID NO
<211> LENGTH: 5
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Thr Thr Val Val
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Val Asp Thr Ala
1

<210> SEQ ID NO
<211> LENGTH: 7
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Val Asp Ile Val
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Val Glu Met Ala
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

106

Homo sapiens
106

Thr

5

107

Homo sapiens
107

Met Val

5

108

Homo sapiens
108

Ala Thr Ile
5

109

Homo sapiens
109

Thr Ile

5

110

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Val Asp Met Ala
1

<210> SEQ ID NO
<211> LENGTH: 5
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Ser Ile Ala Ala
1

<210> SEQ ID NO
<211> LENGTH: 5
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

110
Thr Ile
5

111

Homo sapiens
111

Arg

5

112

Unknown

<223> OTHER INFORMATION: Mammal



151

US 9,301,510 B2

-continued

152

<400> SEQUENCE:

Ser Ile Ala Thr
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Gly Ile Ala Ala
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

112

Arg

113

Homo sapiens
113

Ala Gly

5

114

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Gly Ile Ala Thr
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Gly Ile Ala Val
1

<210> SEQ ID NO
<211> LENGTH: 6
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

114
Ala Gly
5

115

Homo sapiens
115

Ala Gly

5

116

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Gly Ile Ala Met
1

<210> SEQ ID NO
<211> LENGTH: 5
<212> TYPE: PRT
<213> ORGANISM:

<400> SEQUENCE:

Gly Ile Ala Ala
1

<210> SEQ ID NO
<211> LENGTH: 5
<212> TYPE: PRT
<213> ORGANISM:
<220> FEATURE:

116
Ala Gly
5

117

Homo sapiens
117

Ala

5

118

Unknown

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE:

Gly Ile Ala Thr
1

<210> SEQ ID NO

118

Ala
5

119
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<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 119

cgggtcactyg ccatttetg

<210> SEQ ID NO 120
<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 120

tctgecatteg cteccagege

<210> SEQ ID NO 121
<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 121

tctgeggecat gaacccaat

<210> SEQ ID NO 122
<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 122

gtgcagggag gaccttetg

<210> SEQ ID NO 123
<211> LENGTH: 24

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 123

Mammal

Mammal

Mammal

Mammal

Mammal

agtcaccaag cacagagccce tgac

<210> SEQ ID NO 124
<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 124

geccagggagt tgcctagtyg

<210> SEQ ID NO 125
<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 125

Mammal

Mammal

19

20

19

19

24

19
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gtggcccact tcecttect

<210> SEQ ID NO 126

<211> LENGTH: 22

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 126

cagctggaac ccaccatgac ct

<210> SEQ ID NO 127

<211> LENGTH: 18

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 127

gacctgecte ggatgaca

<210> SEQ ID NO 128

<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 128

tggccagaac tgaccctac

<210> SEQ ID NO 129

<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 129

accgacaaga gtccctcagg

<210> SEQ ID NO 130

<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 130

ggagtcgget ctggatgtyg

<210> SEQ ID NO 131

<211> LENGTH: 17

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 131

tgcggecgat cttagec

<210> SEQ ID NO 132

<211> LENGTH: 21
<212> TYPE: DNA

19

22

18

19

20

19

17
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<213> ORGANISM: Unknown
<220> FEATURE:
<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 132

acgagcegggt tcggeccatt ¢

<210> SEQ ID NO 133

<211> LENGTH: 18

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 133

ttgaccgatt ccttgegyg

<210> SEQ ID NO 1234

<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 134

cagtccegtt gatccagec

<210> SEQ ID NO 135

<211> LENGTH: 30

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 135

cccatcaggg attttgtate tetgtggacg

<210> SEQ ID NO 136

<211> LENGTH: 21

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 136

ggatatgcag cactgtgcca ¢

<210> SEQ ID NO 137

<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 137

tcctecaacg acaggtccc

<210> SEQ ID NO 138

<211> LENGTH: 24

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 138

tcectggaac tctgeccega caca

21

18

19

30

21

19

24
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<210> SEQ ID NO 139

<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 139

gatgaactga cgggcacagg

<210> SEQ ID NO 140

<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 140

atcacactca tcccatcccee

<210> SEQ ID NO 141

<211> LENGTH: 29

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 141

ccctteccta agtaccacag agtgggetce

<210> SEQ ID NO 142

<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 142

cacagggaag caggaactgc

<210> SEQ ID NO 143

<211> LENGTH: 18

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 143

ggagccagge aggacaca

<210> SEQ ID NO 144

<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 144

tgggctegta gtttgacgt

<210> SEQ ID NO 145
<211> LENGTH: 23

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

20

20

29

20

18

19
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<223> OTHER INFORMATION: Mammal
<400> SEQUENCE: 145

gggactttct tacccacact tca

<210> SEQ ID NO 146

<211> LENGTH: 24

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 146

ggtcccgage actcttaatt aaac

<210> SEQ ID NO 147

<211> LENGTH: 16

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 147

cctegaatgyg aactac

<210> SEQ ID NO 148

<211> LENGTH: 21

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 148

gggagagcaa ccattcgttg t

<210> SEQ ID NO 149

<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 149

ccgagcaccg atgcatcta

<210> SEQ ID NO 150

<211> LENGTH: 16

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 150

cgcagtcatg taatgc

<210> SEQ ID NO 151

<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 151

gggaggcgaa ctgactgtca

23

24

16

21

19

16

20
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164

<210> SEQ ID NO 152
<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 152

ggtggagagg ctattcgge

<210> SEQ ID NO 153
<211> LENGTH: 23

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 153

tgggcacaac agacaatcgg ctg

<210> SEQ ID NO 154
<211> LENGTH: 17

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 154
gaacacggceg gcatcag

<210> SEQ ID NO 155

<211> LENGTH: 17

<212> TYPE: DNA

<213> ORGANISM: Homo sapi
<400> SEQUENCE: 155
ggtacaactg gaacgac

<210> SEQ ID NO 156

<211> LENGTH: 17

<212> TYPE: DNA

<213> ORGANISM: Homo sapi
<400> SEQUENCE: 156
ggtataactg gaactac

<210> SEQ ID NO 157

<211> LENGTH: 17

<212> TYPE: DNA

<213> ORGANISM: Homo sapi
<400> SEQUENCE: 157
ggtataaccg gaaccac

<210> SEQ ID NO 158

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Homo sapi

<400> SEQUENCE: 158

Tyr Asn Arg Asn His
1 5

<210> SEQ ID NO 159
<211> LENGTH: 17

Mammal

Mammal

Mammal

ens

ens

ens

ens

19

23

17

17

17

17
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<212> TYPE: DNA
<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 159
ggtataactg gaacgac
<210> SEQ ID NO 160
<211> LENGTH: 20
<212> TYPE: DNA
<213> ORGANISM: Homo sapiens
<400> SEQUENCE: 160
ggtatagtgg gagctactac
<210> SEQ ID NO 161
<211> LENGTH: 31
<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 161

aggatattgt agtagtacca gctgetatge ¢

<210> SEQ ID NO 162

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 162
Tyr Gln Leu Leu Cys

1 5

<210> SEQ ID NO 163

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 163

Gly Tyr Cys Ser Ser Thr Ser Cys Tyr Ala

1 5

<210> SEQ ID NO 164

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 164

Asp Ile Val Val Val Pro Ala Ala Met

1 5

<210> SEQ ID NO 165

<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 165

aggatattgt agtagtacca gctgctatac ¢

<210> SEQ ID NO 166

<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 166

tggatattgt agtagtacca gctgetatge ¢

17

20

31

31

31
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168

<210> SEQ ID NO 167

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 167

Tyr Gln Leu Leu Cys
1 5

<210> SEQ ID NO 168

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 168

Gly Tyr Cys Ser Ser Thr Ser Cys Tyr Ala
1 5 10

<210> SEQ ID NO 169

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 169

Asp Ile Val Val Val Pro Ala Ala Met
1 5

<210> SEQ ID NO 170

<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 170

aggatattgt actaatggtg tatgctatac c¢
<210> SEQ ID NO 171

<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 171

aagatattgt actggtggtg tatgctatac c¢
<210> SEQ ID NO 172

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 172

Arg Ile Leu Tyr Trp Trp Cys Met Leu Tyr

1 5 10

<210> SEQ ID NO 173

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 173
Gly Tyr Cys Thr Gly Gly Val Cys Tyr Thr

1 5 10

<210> SEQ ID NO 174
<211> LENGTH: 9

31

31
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<212>

<213> ORGANISM: Homo sapiens

<400>

Asp Ile Val Leu Val Val Tyr Ala Ile

1

TYPE: PRT

SEQUENCE :

174

5

<210> SEQ ID NO 175

<211>
<212>

<213> ORGANISM: Homo sapiens

<400>

aggatattgt agtggtggta gctgetacte ¢

<210>
<211>
<212>
<213>

<400>

agcatattgt ggtggtgatt gctattece

<210>
<211>
<212>
<213>

<400>

His Ile Val Val Val Ile Ala Ile

1

LENGTH: 31
TYPE: DNA

SEQUENCE :

SEQ ID NO

LENGTH: 28
TYPE: DNA

ORGANISM: Homo sapiens

SEQUENCE :

SEQ ID NO
LENGTH: 8
TYPE: PRT

ORGANISM: Homo sapiens

SEQUENCE :

175

176

176

177

177

5

<210> SEQ ID NO 178

<211>
<212>

<213> ORGANISM: Homo sapiens

<400>

agcatattgt ggtggtgact gctattcce

LENGTH: 28
TYPE: DNA

SEQUENCE :

178

<210> SEQ ID NO 179

<211>
<212>

<213> ORGANISM: Homo sapiens

<400>

gtattacgat ttttggagtg gttattatac ¢

<210>
<211>
<212>
<213>

<400>

gtattagcat ttttggagtg gttattatac ¢

<210>
<211>
<212>
<213>
<220>
<223>

<400>

LENGTH: 31
TYPE: DNA

SEQUENCE :

SEQ ID NO

LENGTH: 31
TYPE: DNA

ORGANISM: Homo sapiens

SEQUENCE :

SEQ ID NO
LENGTH: 10
TYPE: PRT

ORGANISM: Unknown

FEATURE:

OTHER INFORMATION: Mammal

SEQUENCE :

179

180

180

181

181

31

28

28

31

31
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172

Val Leu Ala Phe Leu Glu Trp Leu Leu Tyr
1 5 10

<210> SEQ ID NO 182

<211> LENGTH: 8

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 182

His Phe Trp Ser Gly Tyr Tyr Thr
1 5

<210> SEQ ID NO 183

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 183
Ile Ser Ile Phe Gly Val Val Ile Ile

1 5

<210> SEQ ID NO 184

<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 184

gtattacgat attttgactg gttattataa ¢
<210> SEQ ID NO 185

<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 185

gtattactat ggttcgggga gttattataa ¢
<210> SEQ ID NO 186

<211> LENGTH: 30

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 186

gtattactat gttcggggag ttattataac
<210> SEQ ID NO 187

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 187

Val Leu Leu Cys Ser Gly Ser Tyr Tyr Asn

1 5 10

<210> SEQ ID NO 188

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 188
Tyr Tyr Tyr Val Arg Gly Val Ile Ile

1 5

<210> SEQ ID NO 189

31

31

30
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<211> LENGTH: 8
<212> TYPE: PRT
<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 189

Ile Thr Met Phe Gly Arg Leu Leu
1 5

<210> SEQ ID NO 190

<211> LENGTH: 37

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 190

gtattatgat tacgtttggg ggagttatgc ttatacc 37

<210> SEQ ID NO 191

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 191

Leu Arg Leu Gly Glu Leu Cys Leu Tyr
1 5

<210> SEQ ID NO 192

<211> LENGTH: 12

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 192

Tyr Tyr Asp Tyr Val Trp Gly Ser Tyr Ala Tyr Thr
1 5 10

<210> SEQ ID NO 193

<211> LENGTH: 11

<212> TYPE: PRT

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 193
Ile Met Ile Thr Phe Gly Gly Val Met Leu Ile

1 5 10

<210> SEQ ID NO 194

<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 194

gtattactat gatagtagtg gttattacta ¢ 31
<210> SEQ ID NO 195

<211> LENGTH: 16

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 195

tgactacagt aactac 16
<210> SEQ ID NO 196

<211> LENGTH: 16

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 196
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176

tgactacggt gactac

<210> SEQ ID NO 197

<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 197
tgactacggt ggtaactcc

<210> SEQ ID NO 198

<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens
<400> SEQUENCE: 198
gtggatacag ctatggttac

<210> SEQ ID NO 199

<211> LENGTH: 23

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens
<400> SEQUENCE: 199
gtggatatag tggctacgat tac
<210> SEQ ID NO 200

<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens
<400> SEQUENCE: 200
gtagagatgg ctacaattac

<210> SEQ ID NO 201

<211> LENGTH: 18

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens
<400> SEQUENCE: 201
gagtatagca gctcgtee

<210> SEQ ID NO 202

<211> LENGTH: 21

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens
<400> SEQUENCE: 202
gggtatagca gcagctggta ¢
<210> SEQ ID NO 203

<211> LENGTH: 21

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 203

gggtatagca gtggctggta ¢

<210> SEQ ID NO 204

<211> LENGTH: 18

<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

16

19

20

23

20

18

21

21
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<400> SEQUENCE: 204
gggtatagca gcggctac
<210> SEQ ID NO 205

<211> LENGTH: 11
<212> TYPE: DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 205

ctaactgggg a

<210> SEQ ID NO 206
<211> LENGTH: 17

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 206

gtcgttecag ttgtace

<210> SEQ ID NO 207
<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 207

Val Val Pro Val Val
1 5

<210> SEQ ID NO 208
<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 208

Ser Phe Gln Leu Tyr
1 5

<210> SEQ ID NO 209
<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 209

Arg Ser Ser Cys Thr
1 5

<210> SEQ ID NO 210
<211> LENGTH: 17

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 210

gtagttccag ttatacc

<210> SEQ ID NO 211

Mammal

Mammal

Mammal

Mammal

Mammal

18

11

17

17
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180

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 211

Val Val Pro Val Ile
1 5

<210> SEQ ID NO 212
<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 212

Phe Gln Leu Tyr
1

<210> SEQ ID NO 213
<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 213

Ser Ser Ser Tyr Thr
1 5

<210> SEQ ID NO 214
<211> LENGTH: 17

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 214

gtggttcegg ttatace

<210> SEQ ID NO 215
<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 215

Trp Phe Arg Leu Tyr
1 5

<210> SEQ ID NO 216
<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 216

Gly Ser Gly Tyr Thr
1 5

<210> SEQ ID NO 217
<211> LENGTH: 17
<212> TYPE: DNA

Mammal

Mammal

Mammal

Mammal

Mammal

Mammal

17
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182

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 217

gtcegttecag ttatace

<210> SEQ ID NO 218
<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 218

Arg Ser Ser Tyr Thr
1 5

<210> SEQ ID NO 219
<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 219

gtagtagcte ccactatace

<210> SEQ ID NO 220
<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 220

Val Val Ala Pro Thr Ile
1 5

<210> SEQ ID NO 221
<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 221

Leu Pro Leu Tyr
1

<210> SEQ ID NO 222
<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 222

Ser Ser Ser His Tyr Thr
1 5

<210> SEQ ID NO 223
<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

Mammal

Mammal

Mammal

Mammal

Mammal

Mammal

Mammal

17

20
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184

<400> SEQUENCE: 223

ggcatagcag ctggtactac tacaatatcc t 31

<210> SEQ ID NO 224
<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 224

Gly Ile Ala Ala Gly Thr
1 5

<210> SEQ ID NO 225
<211> LENGTH: 8

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 225

Gln Leu Val Leu Leu Gln
1 5

<210> SEQ ID NO 226
<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 226

His Ser Ser Trp Tyr Tyr
1 5

<210> SEQ ID NO 227
<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 227

Mammal

Thr Thr Ile Ser
10

Mammal

Tyr Pro

Mammal

Tyr Asn Ile

Mammal

ggtatagcag ctggtactac tacaatatcc t 31

<210> SEQ ID NO 228
<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 228

Mammal

ggcatagcag ctggtactac tacaatatcc a 31

<210> SEQ ID NO 229
<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION

<400> SEQUENCE: 229

: Mammal

ggtatagcat acaccattag tacaatatcc t 31
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<210> SEQ ID NO 230
<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 230

Gly Ile Ala Tyr Thr Ile
1 5

<210> SEQ ID NO 231
<211> LENGTH: 8

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 231

His Thr Pro Leu Val Gln
1 5

<210> SEQ ID NO 232
<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 232

Tyr Ser Ile His His
1 5

<210> SEQ ID NO 233
<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION

<400> SEQUENCE: 233

ggtatagcat acaccaccag tacaatatct t

<210> SEQ ID NO 234
<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 234

Gly Ile Ala Tyr Thr Thr
1 5

<210> SEQ ID NO 235
<211> LENGTH: 8

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 235

His Thr Pro Pro Val Gln
1 5

Mammal

Ser Thr Ile Ser

Mammal

Tyr Pro

Mammal

: Mammal

Mammal

Ser Thr Ile Ser

Mammal

Tyr Leu

10

10
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188

<210> SEQ ID NO 236
<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 236

Tyr Ser Ile His His Gln
1 5

<210> SEQ ID NO 237
<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 237

Mammal

Tyr Asn Ile

Mammal

ggagtagcag ctaccaccac tacaatatce t

<210> SEQ ID NO 238
<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 238

Gly Val Ala Ala Thr Thr
1 5

<210> SEQ ID NO 239
<211> LENGTH: 8

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 239

Gln Leu Pro Pro Leu Gln
1 5

<210> SEQ ID NO 240
<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 240

Ser Ser Ser Tyr His His
1 5

<210> SEQ ID NO 241
<211> LENGTH: 28

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 241

Mammal

Thr Thr Ile Ser
10

Mammal

Tyr Pro

Mammal

Tyr Asn Ile

Mammal

ggaatagcaa tcaccaccac aatatgcet

<210> SEQ ID NO 242
<211> LENGTH: 9
<212> TYPE: PRT

31

28
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190

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 242

Gly Ile Ala Ile Thr Thr
1 5

<210> SEQ ID NO 243
<211> LENGTH: 7

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 243

Gln Ser Pro Pro Gln Tyr
1 5

<210> SEQ ID NO 244
<211> LENGTH: 8

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 244

Asn Ser Asn His His His
1 5

<210> SEQ ID NO 245
<211> LENGTH: 28

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 245

Mammal

Thr Ile Cys

Mammal

Ala

Mammal

Asn Met

Mammal

ggaatagcag tcaccaccac aatatgcet

<210> SEQ ID NO 246
<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 246

Gly Ile Ala Val Thr Thr
1 5

<210> SEQ ID NO 247
<211> LENGTH: 7

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 247

Gln Ser Pro Pro Gln Tyr
1 5

<210> SEQ ID NO 248
<211> LENGTH: 8

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

Mammal

Thr Ile Cys

Mammal

Ala

28
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-continued

<223> OTHER INFORMATION: Mammal
<400> SEQUENCE: 248

Asn Ser Ser His His His Asn Met
1 5

<210> SEQ ID NO 249

<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 249

ggtataataa ccactccaaa aatcgtaata ¢ 31

<210> SEQ ID NO 250

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 250

Gly Ile Ile Thr Thr Pro Lys Ile Val Ile
1 5 10

<210> SEQ ID NO 251

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 251

Pro Leu Gln Lys Ser
1 5

<210> SEQ ID NO 252

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 252

Tyr Asn Asn His Ser Lys Asn Arg Asn
1 5

<210> SEQ ID NO 253

<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 253

ggtataataa ccactccaaa aatgctaata ¢ 31

<210> SEQ ID NO 254

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 254
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194

Gly Ile Ile Thr Thr Pro Lys Met Leu Ile
1 5 10

<210> SEQ ID NO 255

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 255

Pro Leu Gln Lys Cys
1 5

<210> SEQ ID NO 256

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 256

Tyr Asn Asn His Ser Lys Asn Ala Asn
1 5

<210> SEQ ID NO 257

<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 257

gttataataa ccagtcaaaa tatcgtaata ¢

<210> SEQ ID NO 258

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 258

Val Ile Ile Thr Ser Gln Asn Ile Val Ile
1 5 10

<210> SEQ ID NO 259

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 259

Pro Val Lys Ile Ser
1 5

<210> SEQ ID NO 260

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 260

Tyr Asn Asn Gln Ser Lys Tyr Arg Asn

31
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195

-continued

196

<210> SEQ ID NO 261
<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 261

Mammal

gttataataa ctccccgaac catagtaata ¢ 31

<210> SEQ ID NO 262
<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 262

Val Ile Ile Thr Pro Arg
1 5

<210> SEQ ID NO 263
<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 263

Leu Pro Glu Pro
1

<210> SEQ ID NO 264
<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 264

Tyr Asn Asn Ser Pro Ashn
1 5

<210> SEQ ID NO 265
<211> LENGTH: 30

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 265

Mammal

Thr Ile Val Ile
10

Mammal

Mammal

His Ser Asn

Mammal

gttataataa ctccccgaac atagtaatac 30

<210> SEQ ID NO 266
<211> LENGTH: 7

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 266

Val Ile Ile Thr Pro Arg
1 5

Mammal

Thr
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<210> SEQ ID NO 267

<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 267

Leu Pro Glu His Ser Asn
1 5

<210> SEQ ID NO 268

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 268

Tyr Asn Asn Ser Pro Asn Ile Val Ile
1 5

<210> SEQ ID NO 269

<211> LENGTH: 37

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 269

ggtataagca taactccccc aaacgtaatc ataatac 37

<210> SEQ ID NO 270

<211> LENGTH: 12

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 270

Gly Ile Ser Ile Thr Pro Pro Asn Val Ile Ile Ile
1 5 10

<210> SEQ ID NO 271

<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 271

Leu Pro Gln Thr
1

<210> SEQ ID NO 272

<211> LENGTH: 11

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 272
Tyr Lys His Asn Ser Pro Lys Arg Asn His Asn

1 5 10

<210> SEQ ID NO 273
<211> LENGTH: 31
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199

-continued

200

<212> TYPE: DNA
<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 273

Mammal

gtagtaataa ccactactat catagtaata ¢

<210> SEQ ID NO 274
<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 274

Val Val Ile Thr Thr Thr
1 5

<210> SEQ ID NO 275
<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 275

Pro Leu Leu Ser
1

<210> SEQ ID NO 276
<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 276

Ser Asn Asn His Tyr Tyr
1 5

<210> SEQ ID NO 277
<211> LENGTH: 16

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 277

gtagttactyg tagtca

<210> SEQ ID NO 278
<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION

<400> SEQUENCE: 278

Val Val Thr Val Val
1 5

<210> SEQ ID NO 279
<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

Mammal

Ile Ile Val Ile
10

Mammal

Mammal

His Ser Asn

Mammal

: Mammal

31

16
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<223>

<400>

OTHER INFORMATION:

SEQUENCE: 279

Ser Tyr Cys Ser

1

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 280
LENGTH: 16

TYPE: DNA
ORGANISM: Unknown
FEATURE:

OTHER INFORMATION:

SEQUENCE: 280

gtagtcaccg tagtca

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 281
LENGTH: 4

TYPE: PRT
ORGANISM: Unknown
FEATURE:

OTHER INFORMATION:

SEQUENCE: 281

Ser His Arg Ser

1

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 282
LENGTH: 19

TYPE: DNA
ORGANISM: Unknown
FEATURE:

OTHER INFORMATION:

SEQUENCE: 282

ggagttacca ccgtagtca

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 283
LENGTH: 6

TYPE: PRT
ORGANISM: Unknown
FEATURE:

OTHER INFORMATION:

SEQUENCE: 283

Gly Val Thr Thr Val Val

1

<210>
<211>
<212>
<213>
<220>
<223>

<400>

5

SEQ ID NO 284
LENGTH: 4

TYPE: PRT
ORGANISM: Unknown
FEATURE:

OTHER INFORMATION:

SEQUENCE: 284

Glu Leu Pro Pro

1

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 285
LENGTH: 5

TYPE: PRT
ORGANISM: Unknown
FEATURE:

OTHER INFORMATION:

SEQUENCE: 285

Mammal

Mammal

Mammal

Mammal

Mammal

Mammal

Mammal

16

19
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-continued

204

Ser Tyr His Arg Ser
1 5

<210> SEQ ID NO 286
<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 286

gtaaccatag ctgtatccac

<210> SEQ ID NO 287
<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 287

Val Thr Ile Ala Val Ser
1 5

<210> SEQ ID NO 288
<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 288

Asn His Ser Cys Ile His
1 5

<210> SEQ ID NO 289
<211> LENGTH: 23

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 289

Mammal

Mammal

Mammal

Mammal

gtaatcgtag ccactatatc cac

<210> SEQ ID NO 290
<211> LENGTH: 7

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 290

Val Ile Val Ala Thr Ile
1 5

<210> SEQ ID NO 291
<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 291

Pro Leu Tyr Pro
1

Mammal

Ser

Mammal

20

23
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-continued

206

<210> SEQ ID NO 292

<211> LENGTH: 7

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 292

Asn Arg Ser His Tyr Ile His
1 5

<210> SEQ ID NO 293

<211> LENGTH: 20

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 293

gtaattgtag ccatctctac

<210> SEQ ID NO 294

<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 294

Val Ile Val Ala Ile Ser
1 5

<210> SEQ ID NO 295

<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 295

Asn Cys Ser His Leu Tyr
1 5

<210> SEQ ID NO 296

<211> LENGTH: 18

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 296

ggacgagctg ctatactc

<210> SEQ ID NO 297

<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 297

Gly Arg Ala Ala Ile Leu
1 5

<210> SEQ ID NO 298

20

18
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<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 298

Asp Glu Leu Leu Tyr
1 5

<210> SEQ ID NO 299

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 299

Thr Ser Cys Tyr Thr
1 5

<210> SEQ ID NO 300

<211> LENGTH: 21

<212> TYPE: DNA

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 300

gtaccagctg ctgctatacc ¢ 21

<210> SEQ ID NO 301

<211> LENGTH: 7

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 301

Val Pro Ala Ala Ala Ile Pro
1 5

<210> SEQ ID NO 302

<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 302

Tyr Gln Leu Leu Leu Tyr
1 5

<210> SEQ ID NO 303

<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Unknown

<220> FEATURE:

<223> OTHER INFORMATION: Mammal

<400> SEQUENCE: 303
Thr Ser Cys Cys Tyr Thr

1 5

<210> SEQ ID NO 304
<211> LENGTH: 21
<212> TYPE: DNA
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210

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 304

gtaccagcca ctgctatace ¢

<210> SEQ ID NO 305
<211> LENGTH: 7

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 305

Val Pro Ala Thr Ala Ile
1 5

<210> SEQ ID NO 306
<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 306

Tyr Gln Pro Leu Leu Tyr
1 5

<210> SEQ ID NO 307
<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 307

Thr Ser His Cys Tyr Thr
1 5

<210> SEQ ID NO 308
<211> LENGTH: 18

<212> TYPE: DNA

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 308

gtagcegetyg ctatacce

<210> SEQ ID NO 309
<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

<400> SEQUENCE: 309

Val Ala Ala Ala Ile Pro
1 5

<210> SEQ ID NO 310
<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Unknown
<220> FEATURE:

<223> OTHER INFORMATION:

Mammal

Mammal'

Pro

Mammal

Mammal

Mammal

Mammal

Mammal

21

18
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-continued
<400> SEQUENCE: 310
Pro Leu Leu Tyr
1
<210> SEQ ID NO 311
<211> LENGTH: 5
<212> TYPE: PRT
<213> ORGANISM: Unknown
<220> FEATURE:
<223> OTHER INFORMATION: Mammal
<400> SEQUENCE: 311
Ser Arg Cys Tyr Thr
1 5
<210> SEQ ID NO 312
<211> LENGTH: 366
<212> TYPE: DNA
<213> ORGANISM: Homo sapiens
<400> SEQUENCE: 312
caggtgcage tacagcagtg gggcgcagga ctgttgaage ctteggatac cctgtcecte 60
acctgegetyg tctatggtgg gtecttcagt ggttactact ggagetggat ccgecagece 120
ccagggaagg ggctggagtg gattggggaa atcaatcata gtggaagcac caactacaac 180
cegtecctea agagtcgagt caccatatca gtagacacgt ccaagaacca gttctcectg 240
aagctgagcet ctgtgaccge cgcggacacg getgtgtatt actgtgceggyg gcatagecat 300
ggctggtact actactacta cggtatggac gtctggggece aagggaccac ggtcaccgte 360
tcetea 366
<210> SEQ ID NO 313
<211> LENGTH: 122
<212> TYPE: PRT
<213> ORGANISM: Homo sapiens
<400> SEQUENCE: 313
Gln Val Gln Leu Gln Gln Trp Gly Ala Gly Leu Leu Lys Pro Ser Asp
1 5 10 15
Thr Leu Ser Leu Thr Cys Ala Val Tyr Gly Gly Ser Phe Ser Gly Tyr
20 25 30
Tyr Trp Ser Trp Ile Arg Gln Pro Pro Gly Lys Gly Leu Glu Trp Ile
35 40 45
Gly Glu Ile Asn His Ser Gly Ser Thr Asn Tyr Asn Pro Ser Leu Lys
50 55 60
Ser Arg Val Thr Ile Ser Val Asp Thr Ser Lys Asn Gln Phe Ser Leu
65 70 75 80
Lys Leu Ser Ser Val Thr Ala Ala Asp Thr Ala Val Tyr Tyr Cys Ala
85 90 95
Gly His Ser His Gly Trp Tyr Tyr Tyr Tyr Tyr Gly Met Asp Val Trp
100 105 110
Gly Gln Gly Thr Thr Val Thr Val Ser Ser

115

<210> SEQ I
<211> LENGT.
<212> TYPE:

D NO 314
H: 96
PRT

120

<213> ORGANISM: Homo sapiens
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214

<400> SEQUE:

Gln Val Gln
1

Thr Leu Ser
Tyr Trp Ser
35

Gly Glu Ile
50

Ser Arg Val
65

Lys Leu Ser

<210> SEQ I
<211> LENGT.
<212> TYPE:

NCE: 314

Leu Gln Gln Trp Gly

Leu Thr Cys Ala Val

20

Trp Ile Arg Gln Pro

40

Asn His Ser Gly Ser

Thr Ile Ser Val Asp

70

Ser Val Thr Ala Ala

85
D NO 315
H: 355

DNA

<213> ORGANISM: Homo sapiens

<400> SEQUE:
caggtgcage
acctgcactyg
cagcacccag
tacaacccgt
tcecectgaage
gaccacggte
<210> SEQ I

<211> LENGT.
<212> TYPE:

NCE: 315

tgcaggagtc

tctetggtygyg

ggaagggcct

ccctcaagag

tgagctetgt

actacgacta

D NO 316

H: 118
PRT

gggcccagga

ctccatcage

ggagtggatt

tcgagttace

gactgccgeyg

ctggggccag

<213> ORGANISM: Homo sapiens

<400> SEQUE:

NCE: 316

Gln Val Gln Leu Gln Glu Ser Gly

1

Thr Leu Ser

Gly Tyr Tyr
35

Trp Ile Gly

Leu Lys Ser
65

Ser Leu Lys

Cys Ala Arg

Leu Val Thr
115

<210> SEQ I
<211> LENGT.
<212> TYPE:

5

Leu Thr Cys Thr Val

20

Trp Ser Trp Ile Arg

40

Tyr Ile Tyr Tyr Ser

55

Arg Val Thr Ile Ser

70

Leu Ser Ser Val Thr

85

Gly Asp His Gly His

100

Val Ser Ser

D NO 317
H: 98
PRT

<213> ORGANISM: Homo sapiens

<400> SEQUE:

NCE: 317

Ala

Tyr

25

Pro

Thr

Thr

Asp

Gly

10

Gly

Gly

Asn

Ser

Thr
90

Leu

Gly

Lys

Tyr

Lys

75

Ala

ctggtgaage

agtggtggtt

gggtacatct

atatcagtag

gacacggccyg

ggaaccctygg

Pro

Ser

25

Gln

Gly

Val

Ala

Tyr
105

Gly

Gly

His

Ser

Asp

Ala

90

Asp

Leu

Gly

Pro

Thr

Thr

75

Asp

Tyr

Leu Lys Pro
Ser Phe Ser
30

Gly Leu Glu
45

Asn Pro Ser
60

Asn Gln Phe

Val Tyr Tyr

cttcacagac
actactggag
attacagtgg
acacgtctaa
tgtattactg

tcaccgtete

Val Lys Pro

Ser Ile Ser
30

Ser Glu
15

Gly Tyr

Trp Ile

Leu Lys

Ser Leu

80

Cys Ala
95

cctgteccte
ctggatcege
gagcacctac
gaaccagtte
tgcgaggggy

ctcag

Ser Gln
15

Ser Gly

Gly Lys Gly Leu Glu

45

Tyr Tyr Asn Pro Ser

60

Ser Lys Asn Gln Phe

Thr Ala Val

80

Tyr Tyr
95

Trp Gly Gln Gly Thr

110

60

120

180

240

300

355
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ued

216

Gln Val Gln

Thr Leu Ser

Gly Tyr Tyr

35

Trp Ile Gly
50

Leu Lys Ser
65

Ser Leu Lys

Cys Ala

<210> SEQ I
<211> LENGT.
<212> TYPE:

Leu Gln Glu Ser Gly

Leu Thr Cys Thr Val

20

Trp Ser Trp Ile Arg

40

Tyr Ile Tyr Tyr Ser

55

Arg Val Thr Ile Ser

70

Leu Ser Ser Val Thr

85
D NO 318
H: 370

DNA

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 318

cagctgeage

acctgcactyg

cagcccccag

tacaacccgt

tcecectgaage

gaagggcata
gtctecteag
<210> SEQ I

<211> LENGT.
<212> TYPE:

tgcaggagtc
tctetggtygyg
ggaaggggcet
ccctcaagag
tgagctetgt

gccaccttaa

D NO 319
H: 123
PRT

gggcccagga
ctccatcage
ggagtggatt
tcgagtcace
gaccgecgca

ctggttegac

<213> ORGANISM: Homo sapiens

<400> SEQUENCE: 319

Gln Leu Gln
1

Thr Leu Ser
Ser Tyr Tyr
35

Trp Ile Gly
50

Leu Lys Ser
65

Ser Leu Lys

Cys Ala Arg

Gly Gln Gly
115

<210> SEQ I
<211> LENGT.
<212> TYPE:

Leu Gln Glu Ser Gly

5

Leu Thr Cys Thr Val

20

Trp Gly Trp Ile Arg

Ser Ile Tyr Tyr Ser

55

Arg Val Thr Ile Ser

70

Leu Ser Ser Val Thr

85

His Glu Gly His Ser

100

Gly Thr Leu Val Thr

D NO 320
H: 99
PRT

120

Pro

Ser

25

Gln

Gly

Val

Ala

Gly

Gly

His

Ser

Asp

Ala
90

Leu

Gly

Pro

Thr

Thr

75

Asp

ctggtgaage

agtagtagtt

gggagtatct

atatccgtag

gacacggcetyg

cectggggec

Pro

Ser

25

Gln

Gly

Val

Ala

His
105

Val

Gly

10

Gly

Pro

Ser

Asp

Ala
90

Leu

Ser

Leu

Gly

Pro

Thr

Thr

75

Asp

Asn

Ser

Val Lys Pro
Ser Ile Ser
30

Gly Lys Gly
45

Tyr Tyr Asn
60

Ser Lys Asn

Thr Ala Val

ctteggagac
actactgggyg
attatagtgg
acacgtccaa
tgtattactg

aggggggaac

Val Lys Pro

Ser Ile Ser
30

Gly Lys Gly
45

Tyr Tyr Asn
60

Ser Lys Asn

Thr Ala Val

Trp Phe Asp
110

Ser Gln
15

Ser Gly

Leu Glu

Pro Ser

Gln Phe
80

Tyr Tyr
95

cctgteccte
ctggatcege
gagcacctac
gaaccagtte
tgcgagacat

cctggteace

Ser Glu
15

Ser Ser

Leu Glu

Pro Ser

Gln Phe
80

Tyr Tyr
95

Pro Trp

60

120

180

240

300

360

370
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-continued

<213>

<400>

ORGANISM: Homo sapiens

SEQUENCE: 320

Gln Leu Gln Leu Gln Glu Ser Gly Pro Gly Leu Val Lys Pro Ser Glu

1

5 10 15

Thr Leu Ser Leu Thr Cys Thr Val Ser Gly Gly Ser Ile Ser Ser Ser

20 25 30

Ser Tyr Tyr Trp Gly Trp Ile Arg Gln Pro Pro Gly Lys Gly Leu Glu

35 40 45

Trp Ile Gly Ser Ile Tyr Tyr Ser Gly Ser Thr Tyr Tyr Asn Pro Ser

50

55 60

Leu Lys Ser Arg Val Thr Ile Ser Val Asp Thr Ser Lys Asn Gln Phe

65

70 75 80

Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr Ala Val Tyr Tyr

85 90 95

Cys Ala Arg

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 321

LENGTH: 22

TYPE: DNA

ORGANISM: Unknown
FEATURE:

OTHER INFORMATION: Mammal

SEQUENCE: 321

tcttatcaga cagggggctce tce 22

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 322

LENGTH: 22

TYPE: DNA

ORGANISM: Unknown
FEATURE:

OTHER INFORMATION: Mammal

SEQUENCE: 322

ggaagacatt tgggaaggac tg 22

<210>
<211>
<212>
<213>
<220>
<223>
<220>
<221>
<222>
<223>

<400>

SEQ ID NO 323

LENGTH: 4

TYPE: PRT

ORGANISM: Unknown

FEATURE:

OTHER INFORMATION: Mammal

FEATURE:

NAME/KEY: MISC_FEATURE

LOCATION: (3)..(3)

OTHER INFORMATION: wherin the “Xaa” represents any amino acid

SEQUENCE: 323

Phe Gly Xaa Gly

1

<210>
<211>
<212>
<213>
<220>

SEQ ID NO 324
LENGTH: 4

TYPE: PRT
ORGANISM: Unknown
FEATURE:
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220

-continued

219
<223> OTHER INFORMATION: Mammal
<220> FEATURE:
<221> NAME/KEY: MISC_FEATURE
«<222> LOCATION: (3)..(3)
<223> OTHER INFORMATION: wherein the “Xaa” represents any amino acid
<400> SEQUENCE: 324

Trp Gly Xaa Gly
1

What is claimed is:

1. A non-human animal comprising

(1) in its germline genome a genetically modified immuno-

globulin heavy chain locus comprising an unrearranged
human immunoglobulin heavy chain variable region
nucleotide sequence, wherein the unrearranged heavy
chain variable region nucleotide sequence comprises an
addition of at least one histidine codon or a substitution
of at least one non-histidine codon with a histidine
codon, wherein the histidine codon is not encoded by a
corresponding human germline heavy chain variable
region gene segment; and

wherein the added or substituted histidine codon is present

in a complementary determining region 3 (CDR3)
encoding sequence.

2. The non-human animal of claim 1, wherein the non-
human animal is a mammal.

3. The non-human animal of claim 2, wherein the mammal
is a rodent selected from the group consisting of a mouse, a
rat, and a hamster.

4. The non-human animal of claim 1, wherein the CDR3
encoding sequence is selected from a human V,, gene seg-
ment sequence, a human D gene segment sequence, a human
J,; gene segment sequence, and a combination thereof.

5. The non-human animal of claim 1, wherein the CDR3
encoding sequence is selected from a human germline V,
gene segment sequence, a human germline D gene segment
sequence, a human germline J,; gene segment sequence, and
a combination thereof.

6. The non-human animal of claim 5, further comprising at
least a second additional or substituted histidine codon in at
least one reading frame of the human immunoglobulin heavy
chain gene segment that encodes a heavy chain variable
domain selected from an N-terminal region, a loop 4 region,
a complementary determining region 1 (CDR1), a comple-
mentary determining region 2 (CDR2), the complementary
determining region 3 (CDR3), and a combination thereof.

7. The non-human animal of claim 1, wherein the endog-
enous non-histidine codon that is substituted with the histi-
dine codon encodes the amino acid selected from the group
consisting of Y, N, D, Q, S, W, and R.

8. The non-human animal of claim 1, wherein the added or
substituted histidine codon is present in at least one reading
frame of a human D gene segment.

9. The non-human animal of claim 8, wherein the reading
frame is a hydrophilic frame of the human D gene segment,
and the hydrophilic frame comprises a nucleotide sequence
that encodes the amino acid sequence selected from the group
consisting of SEQ ID NO: 46, SEQ ID NO: 48, SEQ ID NO:
50, SEQ ID NO: 52, SEQ ID NO: 54, SEQ ID NO: 56, SEQ
IDNO: 58, SEQID NO: 60, SEQIDNO: 62, SEQID NO: 64,
SEQ ID NO: 66, SEQ ID NO: 68, SEQ ID NO: 70, SEQ 1D
NO: 72, SEQ ID NO: 74, SEQ ID NO: 76, SEQ ID NO: 78,

15
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55

60

65

SEQ ID NO: 80, SEQ ID NO: 82, SEQ ID NO: 84, SEQ ID
NO: 86, and a combination thereof.

10. The non-human animal of claim 1, wherein the unre-
arranged human immunoglobulin heavy chain variable
region nucleotide sequence is operably linked to a human or
non-human heavy chain constant region nucleotide sequence.

11. The non-human animal of claim 10, wherein the unre-
arranged human immunoglobulin heavy chain variable
region nucleotide sequence is operably linked to an endog-
enous non-human heavy chain constant region nucleotide
sequence selected from the group consisting of a C,l, a
hinge, a C2, a C3, and a combination thereof.

12. The non-human animal of claim 10, wherein the human
heavy chain constant region nucleotide sequence comprises a
modification that increases an affinity of a C,,2-C,3 region of
an IgG heavy chain constant region amino acid sequence to
neonatal Fc receptor (FcRn) at a pH ranging from about 5.5 to
about 6.0, wherein the modification is a mutation in the IgG
heavy chain constant region amino acid sequence selected
from the group consisting of M428L., N434S, V2591, V308F,
N434A, M252Y, S254T, T256E, T250Q, H433K, N434Y,
and a combination thereof.

13. The non-human animal of claim 1, wherein the non-
human animal is homozygous for the genetically modified
immunoglobulin heavy chain locus in the germline.

14. The non-human animal of claim 1, wherein the non-
human animal further comprises an unrearranged human
immunoglobulin light chain V gene segment and an unrear-
ranged human immunoglobulin light chain J gene segment.

15. The non-human animal of claim 1, wherein the non-
human animal comprises a B cell population that is capable of
producing a diverse population of antigen-binding proteins
that exhibit pH-dependent binding, each comprising a heavy
chain variable domain having at least one histidine residue
derived from the added or substituted histidine codon.

16. The non-human animal of claim 15, wherein at least
one B cell of the B cell population comprises a rearranged
human immunoglobulin heavy chain variable region
sequence that is derived from the modified immunoglobulin
heavy chain locus and that comprises at least one somatic
hypermutation (SHM).

17. The non-human animal of claim 15, wherein the anti-
gen-binding protein produced by the B cell population exhib-
its a decreased antigen-binding affinity at a pH ranging from
about 5.5 to about 6.0 as compared with at a neutral pH
ranging from about 7.0 to about 7.4.

18. The non-human animal of claim 1, wherein the non-
human animal is heterozygous for the genetically modified
immunoglobulin heavy chain locus in the germline.

19. The non-human animal of claim 1, wherein the non-
human animal comprises an Adamo6a gene, an Adam6b gene,
or both.

20. A method of making a non-human animal that com-
prises a genetically modified immunoglobulin heavy chain
locus in its germline genome, the method comprising:
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(a) modifying a genome of'a non-human animal to delete or
render non-functional endogenous immunoglobulin
heavy chain V, D, and I gene segments in an immuno-
globulin heavy chain locus; and

(b) placing in the genome an unrearranged human heavy
chain variable region nucleotide sequence comprising
an addition of at least one histidine codon or a substitu-
tion of at least one endogenous non-histidine codon with
a histidine codon, wherein the histidine codon is not
encoded by a corresponding human germline heavy
chain variable region gene segment; and wherein the
added or substituted histidine codon is present in a
complementary determining region 3 (CDR3) encoding
sequence.

21. The method of claim 20, wherein the CDR3 encoding
sequence is selected from a human'V ,, gene segment, ahuman
D gene segment, a human J;, gene segment, and a combina-
tion thereof.

22. The method of claim 20, wherein the CDR3 encoding
sequence is selected from a human germline V, gene segment
sequence, a human germline D gene segment sequence, a
human germline J,, gene segment sequence, and a combina-
tion thereof.

23. The method of claim 20, further comprising at least a
second additional or substituted histidine codon in at least one
reading frame encoding a heavy chain variable domain
selected from an N-terminal region, a loop 4 region, a
complementary determining region 1 (CDR1), a complemen-
tary determining region 2 (CDR2), the complementary deter-
mining region 3 (CDR3), and a combination thereof.

24. The method of claim 20, wherein the endogenous non-
histidine codon that is replaced with the histidine codon
encodes the amino acid selected from the group consisting of
Y,N,D,Q,S, W, and R.

25. The method of claim 20, wherein the added or substi-
tuted histidine codon is present in one or more reading frame
of'a human D gene segment.

26. The method of claim 25, wherein the reading frame is
a hydrophilic frame of the human D gene segment, and the
hydrophilic frame comprises a nucleotide sequence that
encodes the amino acid sequence selected from the group
consisting of SEQ ID NO: 46, SEQ ID NO: 48, SEQ ID NO:
50, SEQ ID NO: 52, SEQ ID NO: 54, SEQ ID NO: 56, SEQ
IDNO: 58, SEQID NO: 60, SEQIDNO: 62, SEQID NO: 64,
SEQ ID NO: 66, SEQ ID NO: 68, SEQ ID NO: 70, SEQ 1D
NO: 72, SEQ ID NO: 74, SEQ ID NO: 76, SEQ ID NO: 78,
SEQ ID NO: 80, SEQ ID NO: 82, SEQ ID NO: 84, SEQ ID
NO: 86, and a combination thereof.

27. The method of claim 20, wherein the unrearranged
immunoglobulin human heavy chain variable region nucle-
otide sequence is operably linked to a human or non-human
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heavy chain constant region nucleotide sequence selected
from the group consistingofa C,1,ahinge,aC,2,aC,3,and
a combination thereof.

28. The method of claim 27, wherein the unrearranged
immunoglobulin human heavy chain variable region nucle-
otide sequence is operably linked to an endogenous non-
human heavy chain constant region nucleotide sequence
selected from the group consisting of a C,1, a hinge, a C2,
a C,3, and a combination thereof.

29. The method of claim 27, wherein the human heavy
chain constant region nucleotide sequence comprises a modi-
fication that increases an affinity of a C;2-C,3 region of an
IgG heavy chain constant region amino acid sequence to
neonatal Fc receptor (FcRn) at a pH ranging from about 5.5 to
about 6.0, wherein the modification is a mutation in the IgG
heavy chain constant region amino acid sequence selected
from the group consisting of M4281, N4345, V2591, V308F,
N434A, M252Y, 5254T, T256E T250Q, H433K, N434Y, and
a combination thereof.

30. The method of claim 20, wherein the non-human ani-
mal is homozygous for the genetically modified immunoglo-
bulin heavy chain locus in the germline genome.

31. The method of claim 20, wherein the non-human ani-
mal comprising the genetically modified immunoglobulin
heavy chain locus comprises a B cell population that is
capable of producing an diverse population of antigen-bind-
ing proteins that exhibit pH-dependent binding, each com-
prising a heavy chain variable domain having at least one
histidine residue derived from the added or substituted histi-
dine codon.

32. The method of claim 31, wherein at least one B cell of
the B cell population comprises a rearranged human immu-
noglobulin heavy chain variable region sequence that is
derived from the modified immunoglobulin heavy chain
locus and that comprises at least one somatic hypermutation
(SHM).

33. The method of claim 31, wherein the antigen-binding
protein produced by the B cell population exhibits a
decreased antigen-binding affinity at a pH ranging from about
5.5 to about 6.0 as compared with at a neutral pH ranging
from about 7.0 to about 7.4.

34. The method of claim 20, wherein the non-human ani-
mal comprises an Adamo6a gene, an Adam6b gene, or both.

35. The method of claim 20, wherein the method results in
a genetically modified animal that comprises a population of
B cells for antibodies exhibiting enhanced pH-dependent
binding to an antigen of interest.
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